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(57) Abstract: It is intended to provide a novel polypeptide having an activity of growing vascular endothelial cells, an activity 
^1 of promoting transcription form c-fos promoter, an activity of promoting transcription from VEGF promoter and/or an angiogenic 
activity; a polynucleotide encoding this polypeptide; the above polypeptide and/or a pharmaceutical composition containing the 
polypeptide for treating a disease selected from the group consisting of obstructive arteriosclerosis, Buerger' s disease, peripheral 
I gi vascular disorder, angina, myocardial infarction, brain infarction, ischemic heart disease and ischemic brain disease; a method of 
I/") treating these diseases; and an antibacterial composition. The above problems can be solved by isolating a novel peptide having the 
•> above-described activities and a nucleotide encoding this peptide. 
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m m m 

[oooi] *&mtes shWftBimti&MMmvk, c-ios-7tt—?—frh<Dmm%:m^, ve 
[ooo2] &Lwm2i&i%m~rzzkiz£ox, mmmmmB. mmvmmmtm. s** 

[0003] ^Bfe*igKojiijfiLtt, ^w^AMSfcU 500- iooo A<DW\&~em*k~rz>kmfe 

*HJiSii5fiH^) (m$jcmte£z$mttiifc2)m^%ixhz> 0 u^u vegf^^ 

#111*31 vC, I*} Htt<^VEGF(Dl/-</l^_Bf 5 ^itfc^A^T? £v ^j?m 

¥&\Z&m&&ZZZ.b&&5o VEGFfi, J^jflLj^^V^jfiL^BIF^«itb 

^^£tirCV^ 0 HGF(D^(31j;«9^(D^^^_h#«/5^ ^r^^ 

mmummmfcm, ^-^-m, m^m, fowsmm. mmmteznm. 

#fF^Cj|^l : #^¥10-51071 
#fF^Cj^2 : #^2001-517075 
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*fc 1997^5^ 25 0 

^#fF^Cife2:The FASEB J. 17 779-781, 2003 
##fF3tfik3: Circulation 97, 1114-1123, 1998 
##fF3tifc4:The Lancet, 348, 370-374, 1996 
#WF3Cifc5: Circulation 105, 1491-96, 2002 
##rF3Ci£6:Gene Therapy 7, 417-427, 2000 
##fF;£ftk7: Circulation 109, 424-431, 2004 

[ooo4] *mmfe. tkWftj&mmmmmfti, c-fos:/^-^— ^^(D^^ji^, ve 
[0005] *mmt±, ikW\H)&mmi&mm^feihwm^i&ir^mmm^^b\^&K 

[0006] Lfc^ot, J^T^Mtti^o 
1. WT: 

(a) ^fE*^^sia?ij*7t^^o77^^ME^j^ti>, 
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(d) (a) - (c) (DV^tb^^lO^y^^^K^hy^^^h^frT-CvN 

(e) (a) — (c) <D\ ^nfrl^(Dy$V^U^}?^fz.fe^(DffimmiCttir%m 

3. m&m^2Kmm<DT^ymmm$:=i— Ki-s, ^@ i^iE«^^y^v^K 0 

4. jfiLWff^i4^«^^K^— K-r^ ii@i^fE«c«*°y^^^Ko 

7. «gllci|E«(D^y^w^K^*i-§, Afrt^llfili»fcfe©l¥W 
9. m^(DjfiLWff^^C$^^&-efcoT, JgAT; 
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12. jfiLWrt&3ttliaS^5e$*5^ife-C*)o-C, WT; 

13. jtfffEikWft&M<^Mte. -r^W. o^ytf^fcte-f^tf hn-eff 
JRgl2^fE«(Z)^ 0 

14. BtfiEjfiLWrt&m}*^ mm^mmmm, mm^mmmitm, ^—^—m, 

is. mniKmrn^m^u^^^, -?7^k 

16. mn i^fE«c»* 0 y^^^K^tp, m^^a^^— 0 

17. jfiLWrt^JW^^itm^^^fe-efeoT, WT; 

( 1) Jfo-W l*),&«£«irr3X@ ; *5 XTfi 

(2) msk^mmKm g i6^tE^3te^A^^-^tt$^xe, 

18. ijCg l(cfEi©^^^f-K('j;oT3-K$ixl., ^y^y 0 ^K 0 

19. J^T: 

(b) IE?iJ#-^2^fEife(DT^y|iie^J*fc{i^r(D^^^^h^tp, tfV^?- 

K 

(c) IE^J#-^2^fE«(^T^/^IE^J^*5V>-C, mX^T^^, ft-Jp 

(d) (a) — (c) (Dv^^^io(D^y^y 0 ^-K(DT$y^@a^j^i-§iwi— tt^ 
sKy^fKtfcot, rr-e. tfrfE^y^ o ^K«, itwftBimmmmmm. c-f OS 
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20. mm^uctim<D^mEmcx^x^-^ti^,mni9\cmm(Dm^ 

21. E^#-^2lc:|a(fe©r^BftE^ISrWi-«, « l9fcfB«®#y^W 0 

22. JkWff^tt^*i-?), «g 19^fB«(D^y-<7 0 ^Ko 

23. JkWrt^*fflMm^^Wi-^, 3®B 19KfBft©#y^Wo 

24. ii g i9^iEifeo^y^^KSr^#i-5, jfiLW*f^©fefe©id#6«j|aj^«»„ 

26. iI@l9^fE«cO*°y^^K^^«, K^ttibW^ 

27. *&«©jfiLW*f^SrfeC5*ife-ea>o-C, OT; 
(i)jfiLWff^i-§m^»^«x@;*5J:u? 

28. jttflBjfiLWff^te:, -fVtf#\ ^drytf^fc^^hntrff^^, igg27^ 

29. ftflB^f*. MlH£5blJft£&. a&frS, >fr 

30. jfn.Wrt^»«r±i5»$^^-CfeoT, WT; 
iI@30^fEic(D^ o 
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32. MmskWft&mmte, mmvmmmm, mm^mmmitm, ^-^-m, 

33. m g i ^iB«(D#y^^w^K^tp^:^Jo 

34. IR g 18*fettl9tC|B«©^y^^h*^tftftlSS!lo 

35. ii g i\z.mm<D7$vxjn<'*^\*fr£tt. m^m^m-r^tc^m^mmm 

37. il g l^fEic^^y^^^K^'a-tp, lG¥M^m^(Dtz.^b(D%^m o 

38. II g 18*fc{il9^fE<c<D^y^^K^-a-tP, IGF^^^»fc^(D|a^ 

o 

[0007] KXox, sk^ftBcmmmmm^ c-foszfn^^-^h^m&mm 
[ooo8] «0^t-j:o-r, p^mjm^, *pi, Mmsk^m. m^m 

[0009] [mi]Eii^, ^^m<Dm^(D^.m(D^—^h^o 
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[|38]ia8kJ\ p3743-fl*5j;U ; p3743-f2(Dc-fos^n^— Tyt/f^t^-Cfc 

•So 

[0010] Ba^rj#-^1 : jfiLW*^^^^«3W^^KF2Sr=J— Kt-5«BftE^J 

m^^F i ^—F-Tzmmmm 
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coon] &tf, ttm&timrzo ^mmm^m^tdo, m^mR 
*<Dm&m<Dm&&histtzb&mM£tiz>'<%~e&z>o tot, mm 
(o^n^ttmmmm^, ?m<o%&tts*\, r a nj, ithej m\cmm^ 

mmmz£^x-&mfcmM£ftz<Dtmr,mm&mirz> 0 %>m-rzm&. 

[0012] (mm<Df£m) 

&TttmmmK&^xmz&m&tizmm<Dfem&mm*rz>o 
[0013] *mm&K*s^xi&m*m%.i'£. mmmm. r^/mnm^ti^mmt^ 

\<^£Mirz>m—<Dmmm*<Dmm, T^smt&vnm&^o tot, ^200 

te<£b80%^ 90%, 95%, 96%, 97%, 98%*/cte99%|^|— 
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[0014] T$ywtmm&£xjN&Mmm<Dmw&. m— ^xx^mm^it 

[0015] ^JjW#^*sv A T r^^^^hJ ^ft<Z)*°y-<^K^c^y^w^K ( 

s&flSn) ^*fb-c, i-n-i*-e<D@a^j^$^wi-5^°y-<^K*/c{i* 0 y^^^ 

WSrV^o ^og^TOt, jg^Mi-^-^^-e^r^ ^rjx. 

J3\ ^CDft^CDTBBirLTte:, ^y^^KO^, 3, 4, 5, 6, 7, 8, 9, 10, 15, 2 
0, 25, 30, 40, 50&£TFttl&k±<DT$Sfflfi&\ftbtl* ^COMW-tf) fc^J^LT 

, aKy^W^Ktf>$&£\ 5, 6, 7, 8, 9, 10, 15, 20, 25, 30, 40, 50, 75, 100 

^^©»at^»5^^V^<^lo(D«^W#$tb-CV^d^^^^-J:oT^:^tt 

[0016] ^^#^v^Tr^gt$^j^^H^-(^!lx.{i, ^;£fcte^^jf& 
if) ^o^^WH^CT^fttS^MJJSrt^^^H 
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[0017] ^mmmK^xmm^tift^m^mm^m^^mwttt^^n^ 
[0018] «i^#*TH£ffl£;fr3;wr^^ 

[0019] *0^iH#-e^ffi$tt§^, mte^-mA^??-] texmrnte^??- j «s 

^aff A-<yy — J *5£Tf mm^"<??— J irLTte. r^/i^ro^ti— yv<y^— j 

[0020] ^mmwx&m&nz>M&, x^^T^y^a— ]ti^ v^^^^ 

[0021] #$m\£*$\^X, y-|7K*3^-<n— ^^i^^-r/V^^n— y^jfey^y 

m.(Dm%(Dtz.mz.^m^fi^^^t^x\t, uhny^vi^k vuv^^^m. =* 
-vy-iVK^^k ^k^mvi^^K sKyy^SMVi^^k ^/w^smvv;*^ /^^ny 

[0022] y-r/v^^^-<n— ys^y^-^ys^LTf*, 0iix.fi, Hvj<DFy^yfc, hn^ 
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o 

[0023] 7fcmmw?&m£tizm&. ry#y— a-^*— v^y-^i^mmfc^ 

/^^nl/^TP-;!,) ^oj^tFDOTAP (v^W^/Vhy^/iyr;/^- T7Ay 0 P^ 

[0024] #W*n#-cteffl£;ft5#£\ ry^y-J^j J!B©— mjR©— «-efc5 0 09*. 

, i^^^(DJ:5^y^©^50%(mSi:b)W_h(D7K^, -^©y^gffH^^W- 

^yT^^/^yy^i^^yyigw^i^^y^ay^w)^. -emxfli 
[0025] m&i&<DVtfy—j»tt&t>iz, *<Dm^mz£<>x/b£tei£m , My~-j>> (suv) t 

, (2)^ttyy^ff-e-e#/csuv^ca 2+ (D#^T-eg*^$-&, ^u-c^c a 2+ £E 
[0026] *m#t«b£*l5#^\ ^mmtit^^y^yfrnrntut^^^^ 
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[0027] ^wmwizm ^c, thvjj *d it^T-fe^v^/v^j *smz.m\< >e>n#s 

[0028] ^:kih#^*5v r-fe^v^/K^j ^^y^^iv^/^^y^^jv^ 

, [1:^150— 300nmCO#?f^tt^i-. ^V^te:, ^15500^Sft<^W^§lRNA-e 

[0029] ^KlB^^T, THAUJ ^^.^hy^jfe^O. 5%&UM vjmt£V4^<Dfe 
tt^VM,\ 1 HAUit, }£{£2400^<^7K^^fr^i-£(Okada, Y. £>, Bike 
n Journal 4, 209—213, 1961) c 

[0030] ^mmm^m ^xmmi-z>m&. mmmi tit, mm^m, mm^h^m^h 

^IJ^V^o ^%m<DfoMm^^tttWM$Lmt\^X\^ Escherichia, Bacillus 
, Streptococcus, Staphylococcus, Haemophilus, Neisseria, Actinobacillu 
s, Acinetobacter, Serratia, Brevibacterium, Corynebacterium, Microbact 
erium, 3o J:OTseudomonas^^^§^^3g^$^ JS# \Z.m,~$~Z>MMlm%W 

f"i, Saccharomyces, Schizosaccharomyces, Kluyveromyces, Trichosporo 
n, Schwanniomyces, Candida, Pichia^^^Mi"^^©^^, &£>LR£Neuros 
pora^M«*^^^^^^$tt^JR^^M-r^*0^^(f^^^ N - 

[0031] ^mmm^^^xmrn-r^m^, mmmit^m^mm^x^mmmm^ 
v^t, um^m, Mm*bte%mfrbmfc£ti%^<Dmmz£<>x3\%&^tiz> 

[0032] ^mmm^^^X^ ^hV>^^h^WX^yy^4^ir^J^^^Vit 
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V^§r^^j:i9, -?r(Dj;5^y^i/^K^#§^^^-e^ o Jlfl^m, nn=- 
£>5V^3:7°7— ^S>fe(DDNA^@^kbfc^/V^— ^fflV^T, 0. 7—1. OM©Na 
CmfeT. 65°C-CvN^^y^Vif— ^y^Tofcf, 0. l-2f§|ftg<Z>SSC(salin 
e-sodium citrate) ^«(l^lSS(^SSC^MC0|aj^^, 150mM i^b^hy^ 

, i5mM ?^>wtrbvv^x&%)$:m^\ 65°c^#T-e^/v^— ^fe^-r^ 

^i-J:«9lR)^t§^y^^l/^-^-K^#^i-§o 'MVy^f-t?— i/a^te, Molecula 
r Cloning 2nd ed. , Current Protocols in Molecular Biology, Supple 
ment 1 — 38^ DNA Cloning l:Core Techniques, A Practical Approac 
h, Second Edition, Oxford University Press (1995) ^CD||]f£||^fEgc£ 

tixv^^micm^xn^t^^o ^x% ^yv^^y^wtx^^v^ 
x bti g wy ujr^tLrXMtfc w k m xMfotf) K^tv&T^/mmm 

^^0*L<«95%l^Ji(Dffi|Wltt^i-^^y^^U^KWif^^^^§o 
[0033] ^mMmz&V^Xmm^bV^it^hte^kWl }3\ «?ia^J^*^Trl5iStf)*H 

Mtt^^i-§DNA^(D/N-r^y^Vif-^3^^Brt^^b, 

^(Dx^m^M^m^^x^m^n^o ^<Dx^^y^^^—^3>^ox 
ximmmir^mm^hv^^h^m^i^mn, 0. ooi5M*k^r-y^ 

0. 0015M^^^-r-y?7^ 65— 68°C, ^fcteO. 015M ^f^by^, 0. 001 
5M P^m^hV 1 ?^ $3£Xf50% */WvT^K 42°CX&& 0 ^.(DX^M&^h 
U^v'ai^h^^^^oV^Ttt, Sambrooket al. , MolecularCloning : A Labora 
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tory Manual^ Wi2f$i. Cold Spring Harbor Laboratory (ColdSpring Harbor, 
N, Y. 1989) ;$o «£ Xf Anderson et al. „ NucleicAcid Hybridization : a Pract 
icalapproach N IV\ IRL Press Limited (Oxford, England). Limited, Oxford 
, England£r#il(D^ 0 j&gfcj;^ £Vxhy>i?^hti:4kflr(Mz-t£. XVfa^M. 

st. x'om^^mm. xdm^/mt^k &&&i&<D9mffl)&. fcmvxbx 

>\ o. i%tfeytf^/MfnyK^ o. i%t°ny^^-hy^, o. i%K7 f ->'/niftiH-h 

y?^(NaDodSO ^fcteSDSh FicolL Denhardt^lR, MTOMS^fcl^ 

4 

3^#^hy^^^-^^«wt^#^x.§^^<^M$tt#§ 0 ^M^y 

ii^ pH6. 8-7. 4-eHJfe$n5s5S;^«J3S;^vaft^ 
ftt^^T, /^yW-V3y©Mi4, ^irA^ifpH^iL-efc^o Anderson 
et al. ^ NucleicAcidHybridization : a Practical Approach 
, H4^, IRL Press Limited (Oxford, England) &0M<7)~b o 

[0034] DNArilogSttl^f^iSH^iLttt, m^<omm. ft£:fc«J:t«M 

T (°C)=81. 5+16. 6(log[Na + ])+0. 41 (%G + C)-600/N-0. 72(%*JvV 

m 

5/K^iiL-c, mMnstfe, ^i%^—m^^y^-) KM^xmi°c-r^m^-r^ 0 
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[0035] ^mm^Km^x^m^i^hv^^hf^Wit^ mj&i^hv^^h 

It^bV 1 ?^ 0. 0015M^^^-hy>>A N 50— 65°C, *fc{3:0. 015 

M mt^-hV^^ 0. 0015M ^^-^MJ^A, feit^Oyo/Jvl^T^K, 37—5 

o°cx&% 0 »b-c, o. oi5M^hy^iN-f^^, sor^rcpgg^hy^^h 

[0036] ^mmm^^^xm&] ^bv^^b^wt^n&i \z.^Yv>^^vf^ 

o m*.t£. o. oi5M^hy^A-r^(^/vAT5K^u^*5v>-c. m^t^M 
\,^vNA<DmMugtfe, m7ix;xhz> 0 65°c m\^4^r^m)xcomm^.^^x, 

[0037] ^j20^V^-^-K*-eo^-y^^W^K^ P n— ^oV^T, lMNaCHC*3rt5ift 

Tm= (10(DA-T^S^o€r2 0 C) + (lo<DG-C±£S*f 

y^^C^^KISfi^ lM"efe5 (Suggs DevelopmentalBiology Using Purifie 
d Genes, 683K, Brown^o £OTox (ffi) (1981) &#flB0>r.fc) o 

[0038] is?ij#^2(DT5y^is^j^i-^^y^ <> ^K^fc«^(Dgfe^f*t ) b<«^^^ 

^^l%^>jfiLif T/V7^(BSA) ;500mM y^^^MJ^A (NaPO ) ; ImM E 

4 

DTA;42°C<Z>?M^ 7% SDS ^t^M^y^Vif — *5i W 
ffW^2XSSC(600mM NaCl;60mM ^^^hy^A) ;50°C(D0. 1% SD 
S^tfgfe^Wi-J:o-CSa$^iS^hy^^^h^#T, $£>tel#£lXtt# 
®^^50°C(D^ig-e(Dl%r>^jfiL?f T/V^^(BSA) ;500mM V^Wt^hV^M 
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NaPO ) ;15%2jVl^T5K;lmM EDTA; 7% SDS ^'tf^M'^W-l'i?— 

4 

v'ayift, *5iU?^:®W^50 o C(Z)lXSSC(300mM NaCl;30mM ^j/gfc 

T, S:^0*b< frtfllft (C50°C(DSig-e(Z) 1 %«>iyjfe?f T/V^f^y (BSA) ; 200m 
M U^^hy^CNaPO ) ;15%^/KAT^K;lmM EDTA;7%SDS^a-ti^ 

4 

-iVW-fif— i/symmW, $3£Tf^WK}\Z.65°C(D0. 5XSSC(150mM NaCl; 
15mM ?^>m-Th})^) ;0. 1% SDS^?p^M»«^J;oT^a$^iS 

[0039] ^:0j!lH#^*^v^Tga?lJ(T5y^^^»^^)(D^|^-ttJ, rta^^j^it/r 

itmir^ticX^X M*bhthZ> 0 ^X\ ^y^^u^Kia^J^{** 0 y^^KIE 

yvv^m^nwtxmv.mhtitdfem^ 

WCfHBrt-So -^i5^T/V^yXi»*Dj;U«7 0 ti^A^b-C», TBLASTN, BLA 
STP, FASTA, TFASTA^o J; tFCLUSTALW (Pearson and Lipman, 1988 
, Proc. Natl. Acad. Sci. USA 85 (8) : 2444-2448, Altschul et al. , 19 
90, J. Mol. Biol. 215(3) : 403-410, Thompson et al. , 1994, Nucleic A 
cids Res. 22 (2) : 4673-4680, Higgins et al. , 1996, Methods Enzymol 
. 266:383-402, Altschul et al. , 1990, J. Mol. Biol. 215 (3) :403-410, 
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Altschul et al. , 1993, Nature Genetics 3 : 266-272) &&>tfbtl&&, fPj 

h^.ti^m&ti^h(Dxuf^\ mz&iz^mffi&m'eti. ftm&mz&^x 

M£tJ<£>Basic Local Alignment Search Tool (BLAST) (fcirx.fi, Karlin a 
nd Altschul, 1990, Proc. Natl. Acad. Sci. USA 87:2267-2268, Altsch 
ul et al. , 1990, J. Mol. Biol. 215 : 403-410. Altschul et al. , 1993, N 
ature Genetics 3 : 266— 272, Altschul et al. , 1997, Nuc. Acids Res. 2 

5:3389-3402&#j$<Di£) ^m^^x^^m^xximmnm^m^w^ 

1r% 0 mz., 50(Z)#fflBLAST^^^A^ffiV^TJ^T^'^^^^ii-S'^^-J:o 
[0040] (1) BLASTP5oJ:OTLAST3-eT5y^(D^^IJ— la^lj^^^^^ge^lj^— ^ 

(3) BLASTx-e^^^^K^^^y— sa^ij (mjf^m.) ^^(Dm^wxm^x, 

(4) TBLASTNl:^^JC(Z>^y — IS^J^6o(D^^# (M^#0 i~^XX 

(5) TBLASTXW^W^K(D^y|B^IJ^60(DiE^#-e^^L^(D^, 6 

[oo4i] blast^W^^ T*ym<D?^vmF\i£fci-±mW£<D?^-VMmb, ^*L< 

mx\ ^^4^T±^^hm tm^ti^mnco^^^h^W'Mir^tic^ox^ 
mnm&mfeirz>h(DXfo% 0 ^^r^^vm^ ^<(Di>mmm&m^te 

V>Tj5^^=3Ty^^hy^^^J;oTl^^(i-^^S^b)$tt^i:0*LV\ 
0*L<«, ^=3Ty^Vhy5/^^LTBLOSUM62^hy5/^(Gonnet et al. 
, 1992, Science 256 : 1443-1445, Henikoff and Henikoff, 1993, Prote 
ins 17:49-61) ^ffli-§ 0 ^.(D^hV^^l^tlJ^L^^h<DXn^^, PAMf 
fci^P AM250-^b])^^h^i^X^ ^5 (f'tx.^ Schwartz and Dayhoff, eds. 
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, 1978, Matrices for Detecting Distance Relationships: Atlas of Pr 
otein Sequence and Structure, Washington: National Biomedical Re 
search Foundation^#^(D^t) 0 BLAST^ 0 n^^{i, mfe&frltcir^XtD^ 

#tt^W#i~5£0*LWKarlin and Altschul, 1990, Proc. Natl. Acad. S 
ci. USA 87:2267-2268#MCD^£)o 
[0042] (MB*. &Wt&tti£<D$m) 

gpfjLCD x?fj;¥i//<?KWtmc£>\ ^xm<7)T*ymicmMt5tim%o &%?>s<?m<d 
^m^mmrn^wm-^^ ^^m^mm^mmti^xxi^mx^o t£o 

X, &7£<DT*/m<DW:M&T*;mmmK$d\^X, *fci«©DNA3-KE^J©i/ 
xm^tit^^h^t^^<D^^-V^— Vir%ttf&irZ>nNAK&\,^xftfr 

[0043] ±m<Dx^jcm^mfYir^m^ r^ym<Dmyk\^mm^m.^tm^ 0 9^*9 

— mc^mftm-XMtbhfrlXX^iKyte. j3o iOToolittle, R. F. J. Mol. Bi 
ol. 157(1) : 105-132, 1982) Q T5/^<Dlfeklft<|45f te, 3^cLfc^>v-^iC<D 

-wi^itp-^u 7^^x^<D?i//<?wtm<vft^mx.i-£, mm, mm, 
9—, dna, tftfc, tfcmtez) tcomwm*WLfe-rz>o &T^;mz, ^tib^m* 
ms£xfimft<n&M\z&<5<m&&&&&m9 m xtbti% 0 ^nb « : -ry n>r^ ( 

+4. 5) ;^y^(+4. 2) ;n^i/^( + 3. 8) ^( + 2. 8) ;->X^WV 

/V^P^( + 2. 5) ;^^^( + l. 9) ;77^>-( + l. 8) ;^»V(-0. 4) 
^--^(-0. 7);iry^(-0. 8) ;WJ^7r^(-0. 9);^^(-l. 3);^y^(- 
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1. 6) ;fc^>V(-3. 2) ;?^^m(-3. 5) ;^/V^>(-3. 5) ;T^<y^m 
(-3. 5) ;T^/^^rV(-3. 5) ; y>V(-3. 9) ;*3«tTJ«T/V^>'(-4. 5))"Cfc5 0 
[0044] feST^ygl^ ^«©Bfc*tt*B*Sr^rr5m©T^Bft^J;?)giftU-C, ^bTfe 

<, 3oJ;tJ?+0. 5^rt^&3^^£i^U;90£U/\ B|^tt^S^X^J;5&T^ 

[0045] mm^m^^ ^ m^mm^^ft. ^cmmm^m ^xmm&tu&z 0 

t$m4, 554, ioi-^^iB«$tb6j;5^, uT<DM7k&mm$T^ymmmz.m v )m 

XbtlX\^:T/V^>( + 3. 0) ; y>V( + 3. O) ;T^/^^fV^( + 3. 0+1) ;^ 
/V^^Bft( + 3. 0+1) ;-tr!J^(+0. 3) jT^^rX+O. 2) jiTVl^X+O. 2) 
;^»>-(0) ;^W^^(-0. 4) ;^ciy^(-0. 5 + 1) jT^N. 5) 
(-0. 5) r^fMVC-l. 0) ;^^^(-l. 3) ;^U^(-1. 5) 8) ; 

^ya^rv^(-l. 8) ;^-uiy^(-2. 3) ;7x=/l/77= ^(-2. 5) ^^Wy^h^x 
^(-3. 4) 0 T^/^^lD^H^tt^^U^^o^^UT^^fi^^W^ 

[0046] ^Iffl^-^v ^c, r^#^^^j tte, T^y^g^^dov vr, ^^r^y^^g 

UK +2J^P fc 3^(D|R)±^?^L<« + lJ^P fc 3(D^(D^|±, £«9£?;£L<te+0. 5Wrt 
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[0047] «§/MHOoV^ r&mfoibfe^b<D7$V^y p ^}?itfcfetfVX?\/^Vt£}£<D 

mmMW, x^cmw-, mm (truncated) $mw-, mtm^mmfote 

«^(aiieie)t«, m-mm^m^mu ^\z.m^^mi^m^mw-(D-b^ 
v>5o ^o-c, m^rMte^mw-ibu, fozmte^Mi^x, M&Afc^mmz. 
&%&mfo^^o wx^m^m^mmm-i. m^wMit-r^M^mu^-b 

-rztiK &nKmt£Z^m¥Mm\±$:^ir%z_b-b&z>o mmm^tntt^wih 

omolog)j^fi, h&W<7)tpX\ hZMfc^bT^/mis^/^tlte^UsS-^U^/ls 
X\ ffimm&^<fe, 60%J^_h(O^^ltt, £«90l£L<«:, 80%J^_h, 85%J^_h, 

Jf^Mfc^- (orthologous gene)W>lM/\ r-^<DM.fe^fi^&%^W$.9tfrb<DW 
n^t*. ii^iJ^a^*5V^-C, hb<Dmbmm<Dmife$: WebTV 

m<Dmjf^mm£ti% 0 wmomwrnm^misX, ^mz.^m^tM^w-b\i 

K^GCA, GCC, GCG N ^^GCTO-T^T, T^SWTy—l/^— Ki"^ 0 bfc 
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(OJ;5^^«.^y^^K(D^*5t^#^J^#^^T57^T^^^ 

a^ff&if ^«t5-5D»f, DNA^!J^7- if, Klenow^^^K DNAy^f— if^^lC 

^g^&(#SSM5L^fR]^^^M?fe;Mark Zoller and Michael Smith, Me 
thods in Enzymology, 100, 468-500(1983) ) &M£\fbtl%1)K ^.CDi&KhM 

[0049] ^mmm^^^^x, mmm^mw^v^^^mrr^m^ r^/mco 

H:ioJ^_h % #JxJ^ l-10fi, 0^L<^l-5fi, J:W*b<ril— 30OT^fift 

Kynmffifc, r^it, mmt, ^^f>it, mmit, ns^dipi 

dation) N ajc**y/Wk T/v3vWb, ^y^>/Mb, y^ffc, zKgkfb, r^Mtm 
3tm<DT5.;mx&ox-b£.<, 4¥?zm<DT^;m, -^t^r^/mr-rti^x 
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[0050] ^mmm^m ^xmrntstizmmr^^T-rvy] t^wmmm t 

mmx-i-f. pKammwL.x\^t. 'wmmmmi^x^^t, m<Dft*t<Di& 
&mm>mm^x\^t, 7^mmmmvx\^tf^) tmnmmmx$>z>£ 

m^te^xm&<D&ffi%m\^xftMttz.hi$x%z> 0 bfc^o-c, ^^-yt^-u 

[0051] ^mm<Dtfv^7°^&tfv^—icMi&i.x\^, fcm&mztititfv^y^m- 

<3<^y-^— N 7^y (N-t-^/vt°nyK^)^y^i/^y=3— /v, ^y^°ntv^y=t 

— /VT^/Ky-^— , ^y^ntV^dr^K/^W^^r^K^^y^— , ^y^i/ 

tkxft<xh£<. ^vx^<D£5t£7$y^--<Dm-&mttf^ tizmztmzo 
[0052] ~<Dtf})-^— &Ti//vikRm\z.£<>x$cm£nz>m&, ^.<D^])-^—n, 
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ntr^T/l^fcKtt, *»tt"C*>5)*fer±. W^/Cl— C10<Z\ T/V=^v^2g 
fl^b<ttTy— /W^i^#^fc5(^^«^B#fF^5, 252, 714#fc:*Ltt 

[0053] *3SWOaK!J^^KO^>fb (pegylation) «\ fllfctf, WT»#%3Cifc^fE*c 
£*L5,fc5^ i!^#!irc^fcltf>, &M<D'<Wkfc)&K£oXmiM£tmZ>: Focus 
on Growth Factors 3, 4-10(1992) ;EP 0 154 316 ;*5j;tFEP 0 40 

i 384d*L£>tf>#* *mmmtp-?. ^m^^tvxmm^M) 0 M&v<n 

(D^o&^-rs-^^U ^-e, r<DPEGte, l©^/^f(^itf, ^e/( 
CI— CIO) T/P-=3de^y^i/^y=3— /v^f c ^y(ci— CIO) TV— tVOr^S 

[0054] ^^(D^y^^K<D>fb^#^b^.^^^^^^«^tt>fbbfc^ 

if.mm(D^^^Y^muir^tzjsb(D^m\^ -jKi^roxi^ts: (a) 

^y^^KdU^_h(DPEG^^^i-5J;5^#T-e, ^yxfvy^jjn-^ ( 
0tJx.f^ PEG(D, ^tfe3^^/v^ttr/i^Kfl^tf*:)^r.©^y^^KSrSJiS 

[0055] ^i^tifc^m<Dm-<^m. —ustK. ^mmm^Kmm^v^^ 

%t)K vfru ^mmm^xm^tit^ ^mmmt^ntc^mm^v^^ 
#xte. *int><Dimmftft*ktt&Lx* m^tnt^mm>\^ 

^mm)^u^ 0 *&m<Dtfv^<?-h\ ^ti^y^^K ^cmw^xxm 
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mm*. mmx\ wmi^x, ^t^m^m^ms.^mma.^^xmm^nn^ 
[oo56] mmi^ r^y^^^KT^ci^j, mmr-ru^m^ m^u^^ta^m 

[0057] *M»l#^*5V^Tftffl$tL5Sift^W:. ^m$tb52Hy^^K^5c^<D2Ky 

[0058] ^<Dj;5^^«, «fti©PCR«feJct?)#5^i:^-c# % f fc^ft te-^-fS^fc-C 
[0059] *KJW#i-*5V m^^^fa^J^^^(D ttD\\~£tz.feX£:l 

mfhtiz>o wm, HMwtnx^n, i^si-kxhti\-£frm<DWtx£<, 
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[0060] (itfc^X^) 

[0061] {21*51 ^TfflV N^#^«^^^^fi-S ril^t^^-j £LTte. pc 

DNA3 ( + K pBluescript-SK( + /-) „ pGEM-T. pEF-BOS. pEGFP. pHA 
T\ pUC18, pFT-DEST™42GATEWAY(Invitrogen)^if^f^[|^§^ o 

[0062] ^mm f-*5v ^-c^a v ^e>tb^ssbifii3iiiiiia ic^i-t-s rufr&z.^?*—] ttxtt, pc 

DNAI/Amp, pcDNAI, pCDM8 (V vf tuk^s^t? rfjflg) , pAGE107[#|H 
^3—229 (Invitrogen) „ pAGE103[j. Biochem. , 101, 1307 (1987) L pAM 
ck pAMoAlJ. Biol. Chem. , 268, 22782-22787(1993)]. -r&X&Mti&t'f 
/K* (Murine Stem Cell Virus) (MSCV) l^<5V^cVhn^/^M^^,^ 
x pEF-BOS, pEGFP&if WJ^&tl/So 

[0063] i^ib^JW^o^m^fcii)©^*^*— irbTf*. Mx-l-i, U* <OJi 

, th 1MM# p?M7K* (CMV) C0^°n^e— , fcBESH^— 1 (EF-1 
):7°n^e— , Drosophila I^l^a^^y/^f 70 (HSP) (D^o^E-^-, 
th ^nft^fyOyrD^n*-^-, 7^l*Jfi'7^/^(RSV)^n^— , 
MY ^tf ^H^C (UBC) ;7°n^— ^— N th T^f y7°n^-^-)^j:ic;AX© 
l/n^E~- (#!|xJi, SR a 7°n^e— (SV40#J*$:/u^e— £HTLV<DLTR 
^t^E— (Z)g!l!^) „ CAG^n^E— (CMV-IExy/Nyf- £^!7MJ 

[0064] ^mW&m^mmbVX&m-rzm^ trpl/n^E—*— (Ptrp) , lacTV^E— 
(Plac) % PL^n^e— ^— % PR7°n^-^-, PSEi/n^E— m<D, ±mW& 
yr-^tft^tS^n^-^, SPOiyn*-^-, SP02^n^— , pe 
nP^n^— ^— ^s«r#rf 5r.£as-C#5 0 *fcPtrp£20[i:?iJ£i±fc:/in^— (p 
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trp x2h tac^n^e— „ lacT7^n^e— N let n/n^e— COX^KX^,^ 
[0065] ;£W*H«^:^-crfEiij BT|g^ig^$tvfc (5) J 0riI<7>IB?iJ<D^ii(f£Sj) 

Ausubel F. A. £>|g (1988), Current Protocols in Molecular Bi 
ology N Wiley, New York, NY;Sambrook Jh (1987) Molecular Cloning: 
A Laboratory Manual, 2nd Ed. &&X$%:<Di&=M, Cold Spring 
Harbor Laboratory Press, Cold Spring Harbor, NY. S'JiHRE^ rjg; 

te?m>A&mmM$rmmm]m±tt, i997^^^ie«§^ 0 mm^mA^ / 

[0067] *fc, ^^—(DmAlomtLrCU, mmcVNA&mA1r%±^(D£o?3;Jfm-e& 

[0068] KSSV ^T5t^tftf^&if IJ1*3V ^-C^^*fflJJS^^$ttS^, j« 

^.^IB^^LT^^ EscherichiaJlL SerratiaJR, BacillusfliL BrevibacteriumJS 
N CorynebacteriumJIL MicrobacteriumH, PseudomonasH^<*f 
£MotWtt&^ fflx.H, Escherichia coli XLl-Blue, Escherichia coli XL2-B1 
ue, Escherichia coli DH1^0i|^$^t§ o 

[0069] *wmmiz.te^x@im£tiz>m&, mwmmtL-xu, ^^-^n— 9 
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fe£CHO|fflfl^ BHK«, Ty])^^V^Wmm^ th&lkm'm^ HBT563 

mf&tl^Xfe s ps20, NSO?£b\ 9iyb'^V— ^«£b-C«:YB2/0/d^\ fcWJ& 
JMWIi5^BJ^i!bT«HEK293 (ATCC : CRL-1573) J&L-JHM^L-Cte 
BALL-1&£\ T^y^75Kyif/V^IilfflJ3Si:b-C^COS-l, COS-7, tr-^i-g/ffl 
J!ftW£LTteHCT-15, th#S^;ittffiSK-N-SH. SK-N-SH-5Y, 
Sf»MNeuro2A/ £ e^^Fl^§tl§ 0 

[0070] ^mmm^^^x^m^n^^-, ^sM^^—^mA^mtvx^ dna^ 

^hn7KV~>3^i [Methods. Enzymol. , 194, 182(1990)], y^^v-a^ 
fe, JX^n^jxH'icCProc. Natl. Acad. Sci. USA, 84, 1929 (1978) L 
V^V-kfetS- Bacteriol. , 153, 163(1983)], Proc. Natl. Acad. Sci. USA, 7 
5, 1929(1 978) fS^^&^^W^^tt^o 
[0071] ^I^B^CfeV^-C. Uh^^/^COm^^W:^ Current Protocols i 

n Molecular Biology ffj ft (#^Units 9. 9-9. 14)&if ^fE^ttSJ;^. 

$§^J (single— cell suspension) \ZXJtM.^ tyA /K^jS^fe^lBltiJ (virus— producing 
cells) (^ySr—i?Z/?mmk = packaging cell lines) <Dm^±imt—^ ^1 — 2 
B#r«i£4i (co-culture) 1rZ>Z£K£V) s -tfrM;(DmWMti&&mZ>^b&X%Z> 0 
[0072] ^^|0#^*dV ^T'Kffi$tt§^VA^^i^tfs^-JM^^^tei-§^ife^*3V >T 
fflV^tt3, Cre^m^— IfefefriiWDNA^tV^m, £fflfl&X 

[0073] *mmw\z.&^x&im£tiz>m&. ^hitit, wfc<z>m&. ^xximmm^ 
[0074] ^K^^v^-cr^^^^Rrtg^^yrj}*, Ein*fctt»«»isi©j;5J5; 
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^tihicmmtsti^^Mmitm. &&m, m&n, mmn, &£x?%%iM, mt 
nu mmm, mm, -7^-, mmm, mmm, mm^^^, mm&zxt/i&L 

[0075] ^B^fti^ftujs^tftffl^siioiiJs^ift *mw<DjfmK 

m^tcnmm^b^mmi^x, mmmmm^mir^t^x^ 0 

mm, mm&^if) , rn^^m, mn, ^m, &£xfmmm.mftt*zmm. 

LT, mM#&&%lcikfe1r%-b&X^Z) 0 m&VKm&^?V^irZ)M&b^X 

[0076] i&^aser, *mm<Dfcmxfe, 2mmu±(DmM^m^rin^ 0 2mmsi± 
[0077] m^^^mmnmmm) 

ftK$bZ>&M, ^t£b*&&U^ft?-btfX^&^bfimM£ti&^X&Z> 0 
[0078] (^y-^^K^Mit^-^) 
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[0079] *mw<Dtemfc&ft&mmzmm'tzjfm*. m^<Dmm\zm^z>tizmft<D 
jmK&oxffiz.t&'T&Zo ±mmm<Dmm^mh^ vzmmw<DMm*km* 

[0080] fcmutvxi^ ^n^n<D^mmiku§zh<Dx&th^£<, * % ? 

mm, yot°tyif©tii, /k ^n/v-/vf©7 

[0081] mMUbl^Xtt^ T^^^T, mtT^=-V^ ift^T^e-^, g^T^e- 

^.mm'R. tehmz.^ m^**, mm^**, -y*&— -fyu— , 

m&m^^btfx^&o 
[0082] mmm.bvx^ v>mm-jj ] jv^ v>mm~jjyv^ v>m^^v^ mm 
^y&y*?^ i&f^-hy^ a^m-i^ ^^>-#v, mw&3/w?& 

WTXft? 0 

[0083] ^?UStel5-40 o C^J:C i^H^te, M^5B#^-7 0 W\X~foZ> 0 i^H^pH 

3. 0-9. o^{£#i-§ 0 pH<DM^te, Mmbzw-ztmnm. r/v^mm. 
mm. mmix/v^v^ r>^rm^m^^xn% ^t^^gi-jsct, r^tr 

[oo84] ^n^^—b^xmm^(o^ri^^^m\^tz.mn^^—xnm^m^tzM 
-<yy— x^m^^fcm^m^mm^b^\a^4^—/^T^v^mm^mmK 
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x±mmm-r^t^x^ 0 
[oo85] Mx-i^ mmmm^m^m^ ^M©»^it5fi», — jRKHfcffls 

t^TV^RPMI 1640^^ (The Journal of the American Medical Associ 
ation, 199, 519(1967)), Eagle^MEMJgiS (Science, 122, 501(1952)). 
DMEMigife (Virology, 8, 396(1959)), 199igi& (Proceedings of the So 
ciety for the Biological Medicine, 73, 1 (1950) ) ~£.fcfeZ.frlhi%i&t<Z- 1 ?i/ 

[0086] mmn. M^pH6— 8, 25— 40°C, 5%CO #^T#^^#T-ei— 7 0 ^1tT5o 

2 

[0087] ^K<D^y^^K^-K«^sa^j-e^«^$^^«^m^<^^ 

^$U-J:3$:«i£:, v ? 3i^/VT^y^i^-/V(DEAE)-Sepharose, DIAION HPA 
-75 (H^fb&) ^HH'^-^^n-r h^97>r— S-Sepharose 

FF (Pharmacia) #0#JJiMV^c^^-^^^n-^h^7-r^-&, Zf'F/lsfc? 

o 

[0088] *m w <D#v<zf<mMzm w co^v^^wmm ^mm^w-^mm n Kmm 
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^mmMKXZZtmm. ^3^VKT^/^/V(DEAE)-Sepharose, DI 
AION HPA-75(H^^)^»Ig^fflV^|^-r^-^m^n-^h^^-&, S 
-Sepharose FF (Pharmacia) ^<Djf flg^B V ^W^y^Myxi^Yy^y^— 

y^—m. ft^m&m^^fcsf/^mik. ryj-^—ywWyy^—m, ?wv 
y*-*i/>?m, mm^m^mm^mu^mmm^m^m^^t^x^x, 
mmm&%n%~t&x%z> 0 
[oo89] ^mn(D^)^^vmn^\z.^mw^m^xmm^tzM^u. mmzmnk 

[0090] M'M(D^>^MC0^M^^\J. Evan. Sadler^ : Methods 

in Enzymology, 83, 458] ^¥CT»Sl^t5 0 *fc, ^W^y^W^T 

mm&m v ^ry^^—y^b^yy^c—^mm L-xmmirzz. thx%z> i m; 1 1 

^5fe, Hl£ IS ^(Experimental Medicine), 13, 469-474 (1995) ] c L 
owe£><Z)^1£[Proc. Natl. Acad. Sci. , USA, 86, 8227-8231(1989), Gene 
sDevelop. , 4, 1288 (1990) ] lZ.mm<DjjW;Km^X, ^BJ(D#y-<^K^ 

n^^A^g^^^jr^uT^su ^ J*s?xiy^G%m\^Ty 4=^7-4— 

yn^YVyy^—^^mWr^t^X^o 
[0091] £fc, ^0j!O^y^ o ^K^FLAG^ o ^Kt<^ife^^-?^a^bT^Sb, £t 
FLAG^MV^T^^^--^n^h^7^--^J:'9**Mi-§^^^^§[Pro 
c. Natl. Acad. Sci. , USA, 86, 8227(1989), Genes Develop. , 4, 1288 ( 

1990) l ^.(DX^m^-y^^ynx^ mm^yy—^^^x^ y^<ym^mw 
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Y^^7^y— if (GST). -^/Vh— *Effi&¥>/<?M. ^cte^^fVA^fJIlft 
Mlfet^^^fcH^H*^ pGEX (Pharmacia Biotech ; Smithio it^Johnso 
n(1988)Gene 67, 31— 40) x pMAL (New England Biolabs, Beverly, Ma 
ss. ) :&J;t^pRIT5 (Pharmacia, Piscataway, N.J. ) ^#&f£>tt<5 0 

[0092] ZblC ^0J!<Z)^y^ o ^KS#^^-r^#:^fflV^fcT^^^— ^n^h^7 
^-TfltSh^^M^So «P^O*ey-<^Ktt, ^(D^m\j. Biomolecu 
lar NMR, 6, 129-134, Science, 242, 1162-1164,J. Biochem. , 110, 16 
6-168 (1991) ]ic2pCT, in vitrofe^-HgR^^V>-C^0i-§^^-e^ o 

[0093] ^mW^m^^-m, ^(DT^JWi^^m^ Fmocft(7;ktV^;^f;V 

^XhW&T^bfpX^o ^fc. Advanced ChemTech, Applied Biosystem 
s, Pharmacia Biotech, Protein Technology Instrument, Synthecell— Ve 

ga, Perseptive, mmmmm^zf^v^mmmut^m-r^thx^ 

[0094] mmistt&w<D7$y^?-}?<DMmMm^ ^^m^xmmm\^ti^ 

mxmn. 1993^) \z.mm<DjjmK£V)mM*smxhz> 0 ^w^y-^^K^ 

[0095] ^mm^^^xmm^m^v^^com±h^.fc, mm^-mx^(Dm^ 
(D^mK^xm^nn^o m%.&, -tfy^^hi*, ^y^^r— if\ ^k-v 

$tt#§ 0 fesws, ^^Nwy-^/^ra, cdna, mm^-??— tsxmsMx. 
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[0096] 0*b<«, ^mmK^^x^m^m^v^^m. mmmm^ti, m. 

[0097] (^MM^y^^K^M^&O 

<D75/t^^, g^L<^#^JP{i, Molecular Cloning, A Laboratory M 
anual, Second Edition, Cold Spring Harbor Laboratory Press (1989), 
Current Protocols in Molecular Biology, Supplement 1 — 38, JohnWil 
ey & Sons (198 7-1 9 9 7), Nucleic Acids Research, 10, 6487 (1982) , P 
roc. Natl. Acad. Sci. , USA, 79, 6409 (1982) , Gene, 34, 315(1985), Nu 
cleic Acids Research, 13, 4431 (1985) , Proc. Natl. Acad. Sci USA, 82 
, 488(1985), Proc. Natl. Acad. Sci. , USA, 81, 5662(1984), Science, 2 
24, 1431(1984), PCT WO85/00817 (1985) , Nature, 316, 601(1985) 

[0098] fe&fcm 

^x&&rrz>z.k&~e%z> 0 *:<D&5fcfrtitfk¥&ffift. m&&mz&\<*xmto<D&. 

ffi&m\<^Z.h&X%Z>o tt&ftmto&ffitlXtt:, Fiesers' Reagents for 

OrganicSynthesis (Fieser's Reagents forOrganic Synthesis)Tse-Lok Ho, John Wiley 



WO 2005/090564 34 PCT/JP2005/004832 

& Sons Inc (2002) ?£k &&M1r%>^kffi'e%?> 0 

[0099] ^mm(Dm^mt^mt\^xnm^ti^m^.mm^m\^^b^^ 0 m\ 
Tis^-pjxgtez&mf htiz> Q mmmMk(Dm.k\^xu^ bv^/>r^ bv^ 

/VT5^ fc°yvV, fc°=t<J>\ rc^/-/VT5>\ v^x^y-ykT^y, bV^y-^TV^ 

«t^<Di^b-a^ i&Hft. ^k*3tfn. ^k*3tfn, mm. v>m, 
m&mm. B^t^mm^kk^m^f hti% 0 «t©«i:Lt«, *?m, mm 
, hy^/v^-ng^^, ^-^s^ v-^?^ m^^, -^w>^, =is^m, y 

i/^/v^m, ^>>^x/v^mte¥k<DMffimifbtiz>o &M&7$smk<Dm.k 

[oioo] ^w<DH^^Mk^^bTfijffl$^5^, ^p^frefflv^^^So r 
[0101] (3^1^) 

[0102] ^w-^mrr^m^, n^-r^mmki^x, 9s>k ^a** 

U/\ ^^KSrfflV^SW^W:, ^^KSr^^^f^^E-VT— ^ (keyhole limpe 
t haemocyanin) ^fc^^^n^a^y^COdr-vyT^^^^K^^^^^-fr 
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o 3-7 0 g ^BSfiMIIWMiiU ^<DjfiL»3&s^^ffiv^tt®^ 

lS^5^i:Sr»*fe3$»IS«fe[#*fe«aiS«fe(EUSA«fe) :g##^f(J 1976^ 
„ Antibodies— A Laboratory Manual, Cold Spring Harbor Lavoratory( 

[0103] ftmzm^tdftMKMu ^(D^m^^^m^^tc^hmfim^x^sk 

B.^-r^^-fw—^mu't^o ^<D£?Kvxm^4yy\?-^fatbm*k£ti 

[oio4] ^oj;5^feT:#:«, ^iix.^ ^mm(D^v^^(D^^m^m^m^mmir^ 
z.b&x%, ^mm(D^w-^m^^mm(Dyf^^^Y(D^^^mmb\,xn 

[0105] «5a^y^^Ko^^Wfei^^^ffli-^r^^-e^ o 

[0106] ^Pj!^y^^K^mRNA(D^*^^^fc, iii^gf ^^TJii^-e&>3 
K£rfflv\ y-ifV/N^y^Vif-^3^*fc«PCR&^J:«9, ^l^o^y^:/ 
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[0107] ^^^^©ftio^iaot, z.tib<Drtyx?is*<?}?i>mtbtiM. ^ 

^$tLfc^-y^^W^Kd^Tir^7VV$^#(^!lx.«\ Kutmeierfb, BioTechn 
iques 17:242(1994)fcfBifc&h^J:5teh ?Stfitt\ K 

[0108] trifles^— KfSsKy^U^Ktt. 31§3^I^S*»^^^^M«^^^ 

^*L<tt^yA+RNA))j6^ 0!l&f£, 6t#:3r=i— K^cDNA^^y— jb*b<D 
XnTIB^^9>r^— SH£ffl-T«PCRlitB^J;o-C, *fcf»tf>#3£<D3&^E 

[0109] ^(D^^v^^KMB^J^j;WJ^-r§T^y^E^J^^$ti^^^ 

f3\ la^iDNAgfl, MSmfBlMMil^, PCRtetfiMX-tf, Sambrookib, 19 
90, Molecular Cloning, A Laboratory Manual, if§2j{j$u Cold Spring Ha 
rbor Laboratory, Cold Spring Harbor, NY^.tTJlA.usubelfbiSfik 1998, Cur 
rent Protocols in Molecular Biology, John Wiley & Sons, NY^fBft(D 
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&m&mm<Dzt 0 ^thhi-im^^^m^m^x^mmmi^ntvxmm^ 

[ono] ftfe&mi&i&teicm^x, mm^&FM^&kTt/ttttemmn&FM^fDT 

m%a<Dj?mfc£<>x (.w%.&. mmm*sm&<Dm&&&:i£~rzrcit>K^ mammas 
mMm^xximm^mmm<D^(Dr^ymm^titmir^t\cx^x)m-<hn 

^7V- A!7— ^fa«-C*>t)#, ^bT&^lXfSfcl^V— A!7— ^*^S>9#5 ($1 
X.f^ N ^Ij^bf'th^^— At7— ^jfcoV^Tte:, Chothia^ J. Mol. Biol. 278: 
457-479 (1998) &0m<DZ.t) o #f*L<fct, 7V- ^!7— ^fg&jS^tfCDROftl. 

^i-^io^_h(DBT^fj^(D^^^as®T^y^m^«^:^f^Mi-§ 

com] $e>^, M^^Mtt^^^^^sjfe^jt^^, 

J (DjMQi<Dfz.tb iZL ffiZfeiStlftf&ffli (Morrison?^ Proc. Natl. Acad. Sci. 81:851 
-855(1984) ;Neuberger£>, Nature 312:604-608(1984) ;Takeda^ Nat 
ure 314:452-454(1985)) /5^ffl£tb#£ 0 -hBE<£><£5^ 



WO 2005/090564 



38 



PCT/JP2005/004832 



[0112] &m&cft&wtrzm&. mm&i^mmzwttmm&tiit.^<D&m(*m 

#fFH4, 946, 778^-; Bird, Science 242:423-42 (1988) ;Hustonib, Proc 
. Natl. Acad. Sci. USA 85:5879-5883(1988) ; 3o XXfWardh, Nature 3 
34: 544-54 (1989) )tf5 % flJffl£tL#3 0 ^i^ffc^ Fv^iS^DfigK^^^h^ 

#ft*fc, feE£*b#3(Skerra£>, Science 242: 1038-1041 (1988) ) Q 
[0113] (fet#:«^i-§^) 

&mmirz>o z.<D£5t£<<?&—}^ #ifcfr?<Dfemmmmx-&. pcmw wos 

6/05807 ;PCT£r|lfl WO89/OlO36;:&J;t^7R:S#f[ 1 05 > 122, 464^# 
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[0115] zsozm^vz— ftte&ffiizxoxfe^mm^b&A&ti. #cwc, ^(Dh9>- 
[0117] ^^o^cm^ ^y^n-^/v^L#:) mmmft&.ffimx.i'Z, mm? 

(dichlorotriazinylamine) :7/l^V"fe^f >\ ¥>i/;V?XiWWtfe7^^Vhyi/T$ 
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cons] ^mm(D^\comm^ mimmz-m^x, ^i^^mmi-^-t^m^v 
^^¥^(Dmmm K^-tz- t k xv^m m^m Km-zftmfe 

[oii9] (^y— 

[0120] 1H»^^*5V>T. *ISW©^^Stfcl4*»|fiOJK9^W 
(Lam (1997) Anticancer Drug Des. 12:145) Q 
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[0121] ^9^9v—<D^m.(Dfcib(D^m(Dm^ ^m&mz&^x^ mtux&ltiz. 

MittJ^tb#^:DeWittb(1993)Proc. Natl. Acad. Sci. USA 90:6909;Erb^> 
(1994) Proc. Natl. Acad. Sci. USA 91 : 11422;Zuckermannib(1994)J. M 
ed. Chem 37 : 2678 ;Cho£>( 1993) Science 261 : 1303 ;Carrell£> (1994) An 
gew Chem. Int. Ed. Engl. 33 : 2059 ;Carell£> (1994) Angew Chem. Int. E 
d. Engl. 33:2061;*5«fcl£Gallop£>(1994)J. Med. Chem 37:1233 Q 
[0122] ikSmo^y^V—U, Mfc^X(mZ-\£, Houghten(1992)BioTechniques 
13:412— 421) N fc6V>{*lf—X_h (Lam (1991) Nature 354:82— 84), 
^°_h(Fodor( 1993) Nature 364: 555— 556) (Ladner 7fcS#fr^5, 2 

23, 409-^K ffarf- (Ladner, _LfE) . ^^KCCuUfe (1992) Proc. Natl. Acad. 
Sci. USA 89:1865— 1869) *^«7r—^-h(Scott*3«tO«Smith (1990) Scie 
nee 249:386— 390; Devlin (1990) Science 249 :404— 406 ;Cwirlafe (199 
0)Proc. Natl. Acad. Sci. U. S. A. 87:6378— 6382 ;Felici(1991)J Mol B 
iol 222 : 301 —3 10 ; Ladner _h|B) {31*51 ^T^£tt#5 0 

[0123] m^mmm) 

ikW\>%BcMK&MMfem(Dtc.bb, c-fos^n^e— ^(Dm^^cDt^b, vegf 

mhmmtm. mmskwm. m^m. fowsmm. mmm, &&&& 

<D&fttvxh®imi-z>z.b&*jmx&z> 0 
[0124] *wmmfc#>\ ^xmmo tit. *r<Dmm& n mti-^mmmm-r^ 

t^X^A^^o *wmWfc&^X, -t©J;5fc#3&*0>5*>, ft/hoiftfiSrflt/h 

mmmt\^t&ibz> 0 ^<Dx^m^m^mn, m&&mz.&^xmto~?%>*). m 
mm^m^mmmtmmm^ox^m^tixv^^ ^n^mmtm^ 
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[0125] ^wmwfc^^xm^m^mvjmft^vT}^ mmtLftteWimm&xtt 

tttibtemfe&tite^'.fflMm. m&&. m,&m. &£T*mm. fut 
mmm. mm. mmm. mmm, mm^t?^ mm&zxf/itfz. 

[oi26] *mM<nfanxfe\zm^xmm&ft%MM<DnM&£xjpm-±, ^mwo^mz. 
[0127] i&g&a&c-c, ^i&w^f&srm, 2ais^_b(D^j3ds^ffl$n#So 2mm&± 

[0128] *36W-ett, V^oMi©«I(fjx.il, th^i~S^!>^ir)0^, 
[0129] (itte^-^) 



WO 2005/090564 43 PCT/JP2005/004832 

lAfc^FBffi(Dj3m<D— jRtofcHfiftfcoV^Ttt, Goldspielk, Clinical Pharma 
cy 12:488-505(1993) jWu^oitl^Wu, Biotherapy 3 : 87-95 (1991) ;Tols 
toshev, Ann. Rev. Pharmacol. Toxicol. 32:573—596(1993) ;Mulligan, S 
cience 260:926-932(1993) ;/£^WaVIorgan3oJ; UAnderson, Ann. Rev 
. Biochem. 62: 191-217(1993) ;May, TIBTECH 11 (5) : 155-215 (1993 

) &0m<Dz.t o mm^mm^^ ^xmm^ti^-mm^^(Dm.mx.D^A^.m 

Ausubelfe (JM) , Current Protocols in Molecular Biology, John Wile 
y & Sons, NY (1993) j^oit^Kriegler, Gene Transfer and Expression 
,A Laboratory Manual, Stockton Press, NY (1990) ^fESc^tb^o 

[0130] m^mmKmm^n^mmmmmt, m^mB^m^^^m^xm 

[oi3i] m* <DM^(Dm^mK^^-^mm^mm(Dtz.^mMmtvx^m^m 

[0132] l^fDmmmmzm v-c mu^-m^A^??— ra, —ma*. z.<Dmfc^-mA^? 

#m&xh<o, ^xm^m<Dm<Dj$frtm&&xfoz>h<D) t^m^^tKXo 

[0133] ^vT^mm^^xmt^m^m^^mir^mm^x^tmmcDmMm^m 
i:^t?o z.<D£?tmmx. &m$tiiz&mA&&Tfi&mz&^x\si/\?^hiz.ft 
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/Va— * % -vW-^, ^fciSy^by^Sr^tf) EDTA) ;*fT 

[0134] mm^mx^^—^^m^mmmt, rtmmat, m^±i^mmm 

[0135] Mfe^-^A-<yy— &^&M¥&m.)&%femiMM1&mm(good medical prac 

tice) ic—m^ftm^. m*<v&#<Dmi*ytMmx-^ ^ffi&tctemmzfrz^ 

[0136] 0flS.fi, thf-HVJ (i?>^V7-i7K*) m^n— 7°-<y^-^-^i-§#^, 

^^E5fefc<9, 20—20, OOOHAU*B^<7\ £?£L< J360— 6, OOOHAU*B^<Z\ <£ 
<90£b<te2OO— 2, OOOHAU^@^(D3i^-<n— ^-<y^— ^^$tL^) 0 

1 — lOO/zg, 0£b<f3O. 3-30/ig, £<9#?t:L<tel- lOjug-CfeSo 
[0137] th^HVJ(-feyyV^/v^)^y-<n-^-<y^-^^-i-^#^, 

■fofdO, 400— 400, 000HAUfl^£\ 0£L<{31, 200—120, 000HAU+@^<D 
, £*9#?£L<te4, 000—40, 000HAUffi^(D^^-<ci— 7°-<y^— ^^^.^^o 

2—2, 000 /ig^ 0£b<J36— 600 jug, £<9& *b<{*20— 200 n gX&Z> Q 
[0138] «B^(D^y^^K^ _hlB<DS^^f&«Se^*3V>-CfflV>5^^|D^^UT, * 

*imx&% 0 
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[0139] ^m<Dm^^Y^m%^^Y^mm<D^m\z.m\^m^\a^ mz.t£. 

[0140] ^(Dj:5^Sxt-ioTlkWrt^»(Z)ii^^^^o— (9^ Wfl^/^-J^lfiLW 

[0141] VEGF^fflV ^cit^^-^^^BibT, IsnerJ.,^ Clinical evidence of 

angiogenesisafter arterialgene transfer ofphVEGF165 in patient with ischemic limb. 
The Lancet 348,370-374, (1996);Baumgartner, Constitutive expression of 
phVEGF165afterintramuscular gene transfer promotes collateral vessel development 
inpatientswith clinical limb ischemia. Circulation, 97, 1114-1123, (1998); ^oiTL^ 
Machens,H-G.,£~^ Angiogeniceffects of injected VEGF165 and sVEGFR-1 in a rat 
flap model. J. SurgicalResearch 111, 136-142, (2003)/^#^$;JVCl 

[0142] lkWff^^7 P ^Ki:L'C{i, Li, J., et al.: pR39, a peptide regulator ofangiogenesis. 
NatureMedicine 6, 49-55, (2000X So J^t^Koczulla, R., et al.: Anangiogenic role 
for thehuman peptide antibiotic LL-37/hCAP-18. J. Clin.Invest. Ill, 1665-1672, 
(2003)/^f&^£;h/CV^ o 

[0143] Wi^O^^T ^h\^X\i^ coufflnhal, T., et al.: Mouse model of angiogenesis. 
Am.J.Pathol.152, 1667-1679, (1998)^fg^$tbTV ^ G 
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[0144] ^^^yh^V^tt9tfyh©^dffi»JIR©lo3a|$SfbTK^L, 
[0145] (^0J^ffl«^V N-Cffl v ^*v5— 

So 

[0146] ^^HiPX^oV^Tfi, Campbell, S. A. (1996). The Science and 

Engineering of Microelectronic Fabrication, Oxford University Pres 
s;Zaut, P. V. (1996) . Micromicroarray Fabrications Practical Guide 
to Semiconductor Processing, Semiconductor Services ; Madou, M. J. ( 
1997) . Fundamentals of Microfabrication, CRC1 5 Press ;Rai— Choud 
hury, P. (1997). Handbook of Microlithography, Micromachining, & 
Microfabrication: MicroUthography5fe^^fBft$tl/T*3fJ^ Z-tlhfe^M$W^ 

[oi47] ^mmmK^^xm^^ti^^m^m^m, ^tm^m, mssm^^ 
«&, mmnm^m^ m%^m^\^xm^xmnm^fi^(Dxm, m^n 

N Maniatis, T. et al. (1989) . Molecular Cloning: A Laboratory Manual 
, Cold Spring Harbor;&<£U^<£>3rd Ed. (2001) ;Ausubel, F. M. , et al. 

eds, Current Protocols in Molecular Biology, John Wiley & Sons 
Inc. , NY, 10158(2000) ;Innis, M. A. (1990). PCR Protocols:A Guide 

to Methods and Applications, Academic Press ;Innis, M. A. et al. ( 
1995). PCR Strategies, Academic Press ;Sninsky, J. J. et al. (1999). P 
CR Applications: Protocols for Functional Genomics, Academic Press 
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;Gait, M.J. (1985) . Oligonucleotide Synthesis: A Practical Approach 
, IRL Press ; Gait, M. J. (1990) . Oligonucleotide Synthesis:A Practical 

Approach, IRL Press ; Eckstein, F. (1991) . Oligonucleotides and Ana 
logues:A Practical Approac , IRL Press ; Adams, R. L. et al. (1992). 
The Biochemistry of the Nucleic Acids, Chapman & Hall;Shabarov 
a, Z. et al. (1994) . Advanced Organic Chemistry of Nucleic Acids, 
Weinheim; Blackburn, G. M. et al. (1996). Nucleic Acids in Chemistr 
y and Biology, Oxford University Press ;Hermanson, G. T. (1996). Bi 
oconjugate Techniques, Academic Press; Method in 

Enzymology 230. 242. 247. Academic Press. 1994; ^MM^m^l&i^ 

[oi48] mi?) 

«\ ©mi^o it;/^ fciif t5o m^m^ 

[0149] mmm&s m* <DB&<nmm.*m m\z. mmmmmmnmmm) , mmm®. 

2p(GMP = good medical practice) ^W^iT^^X^^d £XP&iM1rZ> 0 

o 

[0150] -mmmti^x, mmm. m&nmz&i*£tiz%mM<D&ftm¥m*m& 

•oVvf, 'J>f£<thO. 01mg/kg/ 0 , ^0*b<«th^^J-LT^O. 

Olmg/kg/ 0 tmimg/ks/ 0 b<Dm-e&% 0 3S^-^«^, f^ft^Eu 



WO 2005/090564 48 PCT/JP2005/004832 

[0151] ?M?£lJ^ mn&). Wirt, #fe P ft, ffrt (intracistemally) , Itrt , JJIKrt, 

vhm^^o *mmmx»m^zmmmmn&)ib^ »rt, f^rt, jjtisrt, #1 
[oi52] ^w^^te*^ feikm'^Mz.^nm^n^^o ^ikmsmm^ 

MWMnfe, S P #h Wirt, #S P # rt (intracistemally) , flirt, MIgrt , 

mmm^^o ^mmrnxm^^mmmmamiti^ mm\H. mm\H, mm^. 
[0153] ^m^mmm^t^ ^im^^Mz.xy)mm^n^^ 0 mm^mM<o 

[0154] ^M^hV^^t^Xi^ mv^^(^:mm^3, 773, 919-^\ EP58, 481 
), L-^/V^^*3 it/ y -^/V-L-^/V^— h(D=3^y-^— (Sidmanib, Biop 
olymers 22: 547-556 (1983) ), h) (Langer 

£>,J. Biomed. Mater. Res. 15: 167-277(1981), *5 ^t^Langer, Chem. T 
ech. 12:98-105(1982)), ^Uly\f^;VT^T-~Y (Langerib, IWISO^fcW 
y-D-(-)-3-tK^^r^^(EP133, 988) &m? hfl%> 0 

[0155] tkukmsmmzitt^ v^y—M^m^fit^mm^mm^^ir^i-m^ 
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„ Langer, Science 249 : 1527-1533 (1990) ;Treat£>, Liposomes in the 
Therapy of Infectious Disease and Cancer, Lopez— Berestein and Fi 
dler(ig), Liss, New York, 317-327S*3J:tJ ? 353-365(1989)Sr#flg(0^) 

o mmm^^ir^My—^, ^ti^m^^xh^m^.x'omm^tin^-.u 

E3, 218, 121; Epstein Proc. Natl. Acad. Sci. USA 82:3688-3692(1 
985) ;Hwang£>, Proc. Natl. Acad. Sci. USA 77:4030-4034(1980) ;EP5 
2, 322;EP36, 676;EP88, 046;EP143, 949;EP142, 641; B^B^fFffi 
JSH83-1 18008^- ;7^B#fFH4, 485, 045-^*3^1^111^4, 544, 545-J§-Jfc£>tJ< 

^epHio2, 324^- 0 mfts v^y—j^n, /h$3fe(*^2oo— 8ooA)^.— 9^9S-e 

[oi56] ?£&&bts:z>mffimmz$5\^x, ^mm^mmmi^, tf^icxvmm&tiz (Lan 

ger, ffft±i;Sefton N CRC Crit. Ref. Biomed. Eng. 14:201(1987) ;Buchwal 
d£>. Surgery 88:507(1980) ;Saudek£>, N. Engl. J. Med. 321:574(1989) 

[0157] ^<D^mtkUi^i^ Langer (Science 249 : 1527-1533 (1990) ) fciSiji&fftfc 

[0158] ^gpfi4©fc»i!i, io©itiit^v^, — minora:, ^ti^mm 
&MM;<D®iM*jmteftm mm, mmm&tcmmm) xm^-r^tK^m^ 

[0159] — jRiC, m^J^^^yT*fc^iM^f'JHf* : 3r•¥yT^V^^^(DM^^ 
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[0160] ^ty7ft,fIttioj:mk^gM^fe§if©j;^«©iWM(c 
^I10aSJ;'9^^V>)^y^ o ^K(F!jx.«\ tfyT/l^-^fctthy^W) ; Jfii.it 
-g-tf, WIS, —UBS, ^tm^^M^EDTAM?^ 

[0161] j&afc&IWu ft^ftfcttJl&O. lmg/ml~ lOOmg/ml, #mXtel— lOmg/ml 

[0162] mmft&ttm^btiz^&m&mMx. fa^iLt©^^^^©^ 
[oi63] mmmn, mm, WKfcit»i», 0n*.tf , ^t^-tv^c^ 
[0164] *mw<Dmmm<Di^u±<Dmfr&mt^tc—^u±<D^%m 
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[oi65] ^mm^mmm^ wm$fctem(Dmmt\bm&t>&x&tttmzo m.&t>^ 
\^M*.t£. mtmmzffl*<D&m?sris&mcx&^£tiz^m&istto 

[oi66] #fe(DHJfe^#^*DV^, #3&W©3SS^tt*&*ft4&ri, &c&AJflk<omfr&t>ik 

[0168] ]&TfcmmMmz£Q*z&w&mv<®.mirz>7!>K ttmrtztibtem%£ti&i> 
[oi69] mmmi ^^^^—y^m^^^m^t^^^^Mmi^^ 

HVJ, Ztt^ ^fe^!B^(Dj;5^(Kaneda % Cell Biology: A 
Laboratory Handbook, J. E. Celis(Ed. ), Academic Press, Orlando, Fl 
orida, vol. 3, pp. 50-57 (1994) )^tti&fr#«fcJ:»3*fr&Ufco *tMHVj£r^ 
Hrffr^§^(BSS:137mM NaCU 5. 4mM KC1, lOmM Tris-HCL. pH7. 5 

^SLfCo 540nmt31*3it53fe#W^Sf*, 15, OOOifiL^^^^^ (HAU) fc*tJS 
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[0170] m.fe^-m^?$ i —<Dmm 

3. 56mg^^T^v > /^= i y>'*5J;U ? 0. 44mg3^rn- /V<£>J§h®?^H^£\ 

-frfc(Uchida£>,J. Cell. Biol. 80: 10-20(l979)) o IfcgUitff?!'^^ 0. 85% 
NP-40£r£tf2. OmKDjilE^a^W^^^^^^S^^d. 6mg)^}^;V 
^y^fcJ^^fc^^Ut, ^(D^feO. 3M ^^n-^fcit/lmM 

KCl^mO mMy^M»lt(pH7. 2) CTUT3g#fU NP-40^icUt o 

0 mmw.^m^x6 0 ngnituto ~ ^ig^^^^, o. 3m ^ 

^n— ^oimmM KCl^tfl0mMy^MWT^(pH5. Z)-T*¥%fcVfc.TJJ 
n— J*fcT— X (Bio-Gel A-50m) (Bio-Rad Laboratories, Hercules, CA, U 
SA) MTX^WLo 540nml51*3tt53fe^W«S^l. 5^M^W^S*^^ 

y-^g&l^U *te^*A^*-&fMBiUfc, 
[0171] (fchHEK293*S*©h9^7a^hJjWJia^*5rt5/V'X73i9— ifitfS^H,) 

[0172] pCMV-/V^7ai9— ^(7. 4kb)£r, pGEM-luc (Promega Corp. , Madison 
, WI, USA)^fe©;^7x7- Ifjfrfe^, pcDNA3(5. 4kb) (Invitrogen, Sa 
n Diego, CA, USA) HindIII*3«ttJ ! BamHI§P^Wn— — ^i"^^- 

£t)#|gUt> ^40 J ugCDpCMV-/k^^-if^tPit{s^-^A-<^^-^, 5fe 

t£fBg&<£>J;5l£«^U ^rbT^coit^^A^^— (^Jl. 5 x lo^^/ml, D 

NA«gktfa40 At g/ml) (Dl/lOi (100 M 1) fch293«$c (fcM&JBW»:H 
EK) £35<£>2X 10 5 MiMVdr^<— bUt, HVJJJ^y— A<SrfflVvt\ *fcln)fi£> 
/W^ai^— ifDNA£r2X 10 5 HEK293$M^ALfc o ^A24H#^^, *IBJ}&5r 
[U^U ^:bTftll^fE<c<^J;5i-(Saeki^, Hum. Gene Ther. , 8:1965-1972( 
1997) ) , /Vy7i7-«7^»fc 0 
[0173] (^Jfe^2:|fffi^^J^fflV>5^^tt^HVJ^^n-^^— (DfSSSidSj;^ 

mm) 
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[oi74] ^mmm^m^x^ HvjtDmm^^T^x^^^^fco 

[0175] HVJ(7)t!>^;^^, SPF (Specific pathogen free) CO^^^^oXMM^ 

^ftM'mmi^ttvj(zm&mmi%ftm^-7i^&u 10% dmso^px. 

[0176] ^MWM<d=- r7hy#p^A#b, -rv^^— (showa-furanki p-03 

§a;^J300H|fpil5l^)^V^ 36. 5°C, tMS40%l^_h(D^f4 : -eiO-14 HlMWbf' 
^^(l%^y^°b^ 0. 2% NaCl£r*g^U 1M NaOH"T?pH7. 2^MMb 

<D)^5ooft^«iu 4°c^*DV>fc Q p^y^x^T/^-zv-e^u iM/v 

^AMB^-^ML^vj^^fctf, mm^tcW74;v^o. lml^26^-v ? (Di+# 
^lmlv/y^^ffiV^T, ^fl£rt^A££5^&AUh 0 ^^Lfc/-?^^^(i*^5 
0-52°C)^/n^— 7V^^yV^m\^Xll(DAi\Z.m.^fi^^^^o IPSmV^ 

fcV\h/, 36. 5^ SS40%f^_h(D^#-e3 Biflfc, #CfcU 
— ife4°C^*5V^c 0 SB, p(D^^^tVir^h-eSiJ(9. 18^— ^(Dtr^ttttfc 
lOml^y^^fM^^^V^T, £l^3:@fc3IU »IS#h/H^ft, 4°C^i£ 

[0177] (2:HVJ(DffiM) 

hvj«, 3SiL^«»ct5Jit54*ife, x^Mz^zmmzm. ^tc^mm^-m^^^ 
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(2. l-.m^mK^mm^m) 

30-60%w/v)^IJfflbfc®js;L>(62, 800 Xg, 90£f^) l^ifftKLfCo **M<^ 

[0178] ^wm-^-c, jy^m, ^iT(D^m^x^xHvj^mm^fc 0 

[0179] HVJ-^^m MM (HVJ-^^"(Z)^r7hy#P(D^M^fe4 0 C^T##) (DmiOOm 
l&j£v(D^&\l°^ybX50rn\<D^>L^^^y'2^fcAfc(Saeki, Y. , :JoJ;lFKan 
eda, Y: Protein modified liposomes (HVJ— liposomes) for the delivery 
of genes, oligonucleotides and proteins. Cell Biology;A laboratory 
handbook (H2JK)J. E. Celis$g (Academic Press Inc. , SanDiego) jg4#, 1 
27—135, 1998£#M<Dr£), {£jgm'L>^-e3000rpm, 105K 4°C-Cm>L>L (:/ 

[0180] 3frfr«L ±m^35mm^^-Zf4^(Mmm^m) fc#&U T>tf/Vu-?— 
X~27, OOOg, 30#it>L>Uc(T^-fe/K :7V— ^^r» 0 ±m&^. ZtMKBSS 
(lOmM Tris-HCl(pH7. 5), 137mM NaCl, 5. 4mM KC1 b^W- zf 

L1^(D^— y^^fe, nWi'CT^ ;Vn—^—X27 , OOOg, 303H£'frLfc<> _h 
?f ^O^M^BSS^llOml^Px., ^l#^4 0 C-e^ife#^b^: 0 j£ncDl&)i£fc 0 -< 
^h^5^W-fc°^S/^^LT2fcl$£i5CU teM^>M-e3000rpm, 105K 

V ^c Q ±?f SrffLV ^M^r^^^-^^Att»M^/^i:b-C4 0 C-e^#i-?)o 
[0181] r<Z)-7^S0. lml^BSS^O. 9ml^3Px., ^^SfT^540nm<DP#l|X£$lJ^L 
, ^-f/V^#^ifiL^^A^'l4(HAU) fctfc^LUt, 540nm(DP^iRtel^nS^15 
, 000HAU^f@^U-c o HAU«g*^tt^^^l:b^!Ji-§^#X.^^o 

fflUffllk-^—^T/K REALIZE INC. (ft ffl, ^1RlBil)P259— 268, 19 
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[0182] ^^tCS/all^S^BB^fflV^^HVjcDJltSSiti^^^^CTfTV^o Hffcl^te, 
^—^K(D^, 62, 800Xg-C120^ra^S^JBEiS^^T5o it'fr^ 60%Va*£ 

DTAM<£ftbt>fclOmM DMSG-eb RTf£) 0 
(2. 2:*9A^J;t5RR^tja^J;53|t*^ife) 

[0183] #®ic:r±, fr^M;fryh*7&5o, ooo<D74/^—K£%m^mMiz.£z>mmm 

10m) t^^m^^h^yy^— (0. 3M-1M NaCl) ta^tti^fflV^tl 
[0184] JWW^te, ^HJfe^l(^*5V>T, J^T^Sx^fflLT, HVjSr*9Aj!lJ;or#| 

[0185] mWM^UMVtzM:. 80 m m— 10 n m(D^^>^/^—KX^mVtCo 0. 0 
06-0. 008% BPL(McfeWk&)&mffl&teMx.(4X:, 1B#^) , HVJ&^fiHkffc 
Lfco #^^r37°C, 2B#^-r^^-<-hi-§r^^J;o-C, BPL^^tfrfbLTt, 

[0186] 500KMWCO (A/G Technology, Needhanu Massachusetts) £rffl V >fc^ 
>-^^^/V^n-pS^^>iii&^J;«9^10^|g«|bfc o 50mM Na 

Ch ImM MgCl „ 2%-^^b— /K 20mM Tris(pH 7. 5)£rfflV^fc 0 HAUT 

2 

;yi?-fTc£(9, {S^100%(DHVJ[Hlil3l^fei9f*tifcl5^:^x.^fc o 
[0187] QSepharoseFF (Tv^t^T/Wv'T/WtT^KK, Tokyo) (^j;5^7A^n 
•vh^97>r— $x(lltfr*:20mM TrisHCl(pH7. 5) , 0. 2— 1M NaCl)-<?HVJ 
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[0188] 500KMWCO (A/G Technology) ^fc^^^v^/V^n— mt\-Z>Wfc 
[0189] (3:HVJ0WSH£fb) 

[0190] (3. i-.m^-mmmm) 

M*fbfc 0 iw ijffl nrie-e*>5 (5— 2o^w) tf^^^ttw^ 

[0191] (3. 2:T/V3cMkMlZ£Z)%im) 

®S.mW.mt^ lOmM KH 01% 0-7tt^?h'y<Dm&&Vfto 

2 

[0192] *tM^(DHVJ(D^«^g^O. oi%iz.teZ£?\ce-zfvtt i 7?h>&WJjQi, 

y^yh>7fa- -^K^ol— zf&tdOlO, 000HAU#-fo#aU 15, OOOrpm, 
15#it^U 2tKS^20 < Ct?ift#i-5„ -hlE^^tt^&^ife-r, tfcjK£-20 < C 

[0193] (4:HVJ^^-<13— ^ 0 -<^— 

{£#LTfcofcHVJ^5f$DNA200— 800 ,u g^M^92 ju l^Px.Tt°-^^ 

^>r:^^J:<»»Ut, -20 o c-t?\ *j>&<^ 3^ Brte-c*>5, 

HVJ^(D^ttf^DNA^a^P^^»«^xl§m^*^2{^Ji^5liL 

[0194] r<D^^^ 7 K-L^l^FM^\ t^f/V^>3^K (10%) ^8 KW^.T1 5# 7 R 
l-efa-^m, 45# 7 R_L^if^Ut 0 #M£^W&SW#liar*, 1-5 
£TOW*U/\ ^^/V^Vv^K.^W^ Triton-X100(t-^^/V^^y^r^ 
^yrchdrv-rc^y— /V) x CHAPS (3-[ O-^^^K^nfcV^-^^/VT^^e^] 
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lfffiffiH4Slt>ftfflb#5o Triton-XlOO, NP^4O*5«trJ«CHAPS©0*bV^i|* 
JlStt. ^-€tb, O. 24—0. 80%, 0. 04—0. 12%*3«fO«l. 2—2. 0%-Cfc5„ 
[0195] JfrBSSSrlml^&nU -f<*t£15, 000rprrTC15^JS'kUh o ^Cfc#»-PBS3c 

|ll!@£©»te^*A&*&*i#Ufc, 
[0196] (5:HVJ^^^n— (cJ;5*Biai^^<Dit^a?A) 
(«£c^A^2£) 

1, OOOHAU^-^s^^K/K?^— (30/z 1) * W/n^y(lmg/m 
1)5^ lSrAP&fco BHK-21^ajfe(ff) 0 ^ V^/Uhtd9200, 000^@t?, Q^(D^7^V 
i^W't)<D)<Dl^iMr^#U iV^/V&tzJOO. 5mlcD*#ite(lO%FCS-DMEM) 
teWMUt* frVssWZ^ _LfB0V*W— (1, OOOHAUtl^) tmm^n^-y(Dmi 

^m^uux.. zfis—h&m&ttK&^x^?*—bMm&&<m&&tot. 37°cx 
, 5%co -r^^-^-^^io^r^^cgbfco 

2 

[0197] i^ifeKi&U 37°C-C\ 5%CO ^V^^— cp~e^— ^h(16hr— 24hr 

2 

)*&MU af^^?i.^lB^fc 0 if (pcLuci;CMV^n^e— ^Wi" 

^./V^ if ifrlS^-) <7)^^«, Cell Lysis Buller (Promega) 0. 5mrClB 
ffa&mMU ^t<D20 ix mm^<Dffi¥£&/V^~7^7— if Tv^^vY (Promega) £r 
ffiV^TS'JfebfCo ^U— ^5fe^^/-?^W(pCMV-GFPE;Promega)cD^^^ N 

400f^-e5-8|«£r«IU ^3fe^«^JI^^#J 

[0198] (^W>|3 : th^IicDNA7^7y-^^^JkW^^ii?»H^^--Ki-5ite 
^p3743(D^g|*5j;^W) 

[0199] ^sig^ ^mmm(Dmmm2xmm^timm^A-<^-^mvx^ jfew^ 
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[0200] fcNfrHHcDNA5M'^y— (GIBCO BRL*±; tNCjift^cDNAS:, CMV^n^t 
— ^i _ -5^ P 7^5:KpSPORT^a$^bfc^ P 7^^K)?rE. coli DH12Sfc^A 
U ^<^E. coli#^ ^^^KSrHISiLfCo ^9^K200 ju g£\ 10000HAU<£)HV 
J-ES^^A^^-(^^©^^J2^flSiLfcit^^#A-<^-, 3X1 
0 9 particle) fc^tAUfco ffi±MfakL,X, tbA»J»&MHEAC (H3t#fiKI) ftj5 

Bfcf#*UfcifflJ»fflV^c 0 ^#HJ3ft^^fc#^/W;i*j-LT, _hfBHVJ-E<ZU00 
^01i^»b, 37°C 30#TOgbfcfL Jgifc^mSrbfCo 

[0201] jfiLtf ^^i%^bfcisma^ts^»-e, r©tirt\ im 

[0202] 2MP^^, Mfti^MTy±4&ft o/c Q t^irbT, Cell Titer96 (Promegaf±) &r 
[0203] fltefe<DS|V>?;n/W3\ *fe^^lC^Ji^^ff*3tbfclWJ^^#^E*r5^3^V-C 
V^/V\>%(DmR&frb, Qiagentt<^DNeasy Tissue Kit£rfflVV"C ^kJtWMUt 

o MMUtM&KtZ* y°9^^r>NA^^fi^cox\ z.ti&=i>'\?T>bteE. coii( 

DH5 a ;Sig3£) ^B^3^^ffiV>T^Abf' 0 
[0204] ZLCDHL. coli^T^fc^y^ilW— H$ift««U 3P^-^ff Co lo 

^^y^5KDNA(pDNA)^rtttiiU aMffliaot, :/9*SKl*i<© 
5t^79^^h©#^SrfflSI8Lfeo H$Sib^9^Ko5*>, ^60-7 

[0205] Qiagen|±(DEndo Free Plasmid Maxi Kit£rfflV^~t. y^^KDNA 

£r*iMU WMMb^^^K^HYj-E^ALT, SSHAECJNHJiS^^AL, 
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[0206] -T^— h^o9j@(D^n— ^^^tvHVJ-E(CitAb-C2lHl g (D^J—^J? 

ftofc 0 ^ittt'oyn^- -TXC^yy^y— if^MLfcitf^^-c-fos-Luci 

24-48B#^^i^v/7m9— ffitt^PJSbfco 7°^^Kc-fos-Luci« N c-fos<D5' 

f^3i>/N^-y— fJgi$(-357 276) £r2=3t°— , -^L-C^-^^/^^^/^cD^^ 

v^^- if it^^-^^ci^-^- (-200-70) % teXXf?Vi/7^y—^Mfett^ 
t?7°^5:K-CfcS (Arterioscler Thromb Vase Biol. 2002: 22: 238-242) 0 
®2^1-J;5^ 3oCOjtf5^(p3743. M3-10-G08, M3-13-A06) {*HGFj;«9t^ 

^W^Utjv^y^— if mfcl^&m v ^T_h3£<D £5 ic/n^e— Tv±^&n<> 

o irtefr^&mte^&m^wEGFfDftm&i&m&fri, uE^^jkWff^itfs^- 

\OhZ> £5 ^ P 3743fiVEGFJ;S9t>c-fos7°ti^— (D|gtt^tg^^^^o/c 0 

P 3743(Dm^mmmK-D\ ^xth^mmftBcmm. (haeo tnhikw^-mmmm 

V ^TzM^n, *jf*r47*^yn— ;v<DGFFtmWi(Dm^X^tz. 0 

[0207] (i. iamm^mm 

^^^(DjfeWff^^KAngiogenesis Kit, KZ-1000, *lfct£®$c5£^t±)£:fflV^ 
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pSPORTl(jfiLWrtBtjWJ^it*H^Sr3— b^sat^sr^^v ^9*m 

[0208] ^.wm±m-mmm(^mMM(mKz-i4oo) vegf-e(nz-7) ion g / 

ml&gfe&nUfcigifi^ £^dntbVEGF-A^fp£i#:^0, 250, 500. lOOOng/ 

[0209] ^fchVEGF-Atpfnfeif^bTte, Anti-VEGF, Human,Mouse-Mono(26503.111) ( 
R&D|±® #^n^No.MAB293)£fflV^c 0 i##«37°C, 5%CO ^>-^^^— ^ 

2 

wo Kz-1225) v ^x£iT<Dmmizm< *%t&ut, 

[0210] CD31(PECAM-l)^fel^:feT:#:(-r^^LthCD31^#:) ^ti^^m(l%-B 

V^mmmm (PBS (-) ) -e4,000{^fRUc o #^/M^(D 
l^f*^0.5ml^^PL. 60^^37°C-e-r>-=ar^^-hLfc o -iVdr^-blt- 
lml(D^n5/dr^^^^^m/V^ff3[Hl^#bfCo 
[0211] ^V^W^^^^V^^500{t#lRb^2^^^(^^m^^IgGT/^^y* 
*-7T?—H^W-) 0.5ml£^?:3VW3:»]U 60^^37^^^^— hL/c 
lml(D^7K-e30^Lfc o ^(DPbI^ BCIP/ / NBT(D^J2^^@7K20 
mlKigflPU ^Ti^-rXO^MnKD^/k^— -eMaiLT*©^m^*#bfc 0 fRjgg 
b/cBCIP/NBT^S^O.Sml^^^/Kc^pb, WJ3£ tfS^-felOfeSSrC ( 

®^5-io^^)37 o c-e-i-^^-<-hb/c 0 ^^^-vmr^ mmyKimix\ 
m®kMTx&v^&mmvfc 0 

[0212] #^^/V^40^(D®M^^b, #^^/KD^^^bfc 0 lmm©^ 
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[0213] mbtlfZ&m&&, !^XT(D^m^^5hLWm^Mmy^h^^T(KSW-5000U, ^ 

o 

[0214] (2. ia?U$:5£) 

mmikm&ftofrt^ m^mmB^t^xm^h^tcsART-2 mmm 

No. 1-3958) (DCM22im<7)T^/mX<0^^V^<y Pc f'} i W} J r (SART-2^^IS?lJ 
No.2364-3958;ga?iJ#^-3) X&ofz. 0 -(Dtstfrxm K-e^3#lttte:2o&«9 
, ^thh\-5SAKY-2t^~7U— A-efc^fl(^Sie?lJNo.2764-3073 ; SB^J#^-4 
),SART-2^^^ A^S-f *i/CV ^F2C^IE^ljNo.2660-2750 ; |E^I#^-l)-e&>o 

fco-e, itb^itfs^-if>t^pcR-eiii|iML-ccMv^a^— ^— ^o^ia^<^^— 

PCDNA3. 1 fco&V ^c(H7) 0 ^tL^atfe^-(D*fflJ3Sii5fif BSrc-fos^n^—*— Ty 
i?^-e=fTo^^^^>, fli*igtfe&Sjfc<, F2«VEGF^I^|#(D^ti^bTV>fc(|g8) 0 

[0215] (^ii^!l4:F2^ 0 ^KOHfg^) 

£*9^K5^y ? At£ (MTS) Sr|Sfe0^jjN/w^^jg7c«^Sr^<— *H:Ufc£ 
•HAEC^750$9J^/^/1^96^/V:7V— hKWWX^tc 

• 100 /z I/^a^KOrt J StjWfi&ffl^fl&(l%FBS % EGFSft&PfcU K^fl^fKD^ 

>zf;v&2 n l/^/vi* ogfefjpUho feB(60g fre) 2 ju l/^/vSrSfe&nUfc: (*& 

• llJ^n/V&fctK $!|S^$R(Cell Titer 96 AQueous One Solution Cell Proliferation 
Assay(Promega^t)) £20 ju ljfe&DU 100 » l<Drt^«ffli0i&^M^U *V vfg 
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2 

[0216] ^zf/vm (#8^/1^0) SXT<Dt$3<Q-e&Z> 0 

NC : 1% FBS^mJUcEBM^ifi (D^ 0 mcO^^Mt, 

VEGF-A:ffi.^X.VEGF-A(KURABO|±) H-^S^10ng/ml^^§J;5^^P 

F2-1 :F2^7W3\ ^mS^lng/mH-^^J:5^»bfc 0 
F2-10:F2^°^-K^, ^S^10ng/mH^§J:5t-»b^ o 
F2-100:F2^^K^, ^S^l00ng/ml^^i5^»bf' o 
F2-1000:F2^7°^K^, H-^S^1000ng/ml^^J;5^^Dbfc o 

MLSLIFLHRLKSMRKRLDRKLRFWHRKNYP(IE^J#^2) <D30T^/B.~Cfo v ), lEiZ 

[0217] (2. rt^^0JiSHEAC(D|0Jja^^^>?fi-§F2^^K^#) 

HEACrt^lBJiS^jg^^, Bfe^b/cBoyden^-r^/^— (Rikitake, Y£>, Arterio 
scler Thromb Vase Biol 20, 1006-1012 (2000) ) ^fflbT, Tyir^L/c 

7^(Neuro Probe Inc. , Gaithersburg, MD)%^—/<—}-4Y~(:\0. l%if 

-f^Srl&^Ufco gctC, l%(DFBS^M^bfcJtmH^^*^28/zl(7)EBM2 

, ^Lt, 1 X 10 6 ^I&/ml<D!Bfl&^ VEGF-A(50ng/ml, Kurabo, „ F2 
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^WdOng/mU lOOng/mU 1 n g/ml) N ^fctt^^hn— ;V^fK(l /z g 
/ml ; ^la^ljRSLEGTDRFPFVRLKNSRKLEFKDIKGIKR ; ia^lJ#^-6 

, ^^^^(D_h#J(D|fflJJS^, te^L/Co y^^^(DT#J^)^J3a^, Diff-Quick(S 
ysmex. J*J») -C&feUt, 100{g(£>iWT-e, 7^^^iS^bfc8m 

[0218] rt&jRBJ&HEACSN F2^ 0 ^Kt?^fflLfc^^«, «£#c#lftl£ (0. 01—1 

[0219] [Jll] 





=l>hP- 
1 V g/m\ 


VEGF 


F2 
1 Ong/ml 


F2 
1 OOng/" 
ml 


F2 
1 //g/ml 


% iiJjn 


-10.1 


53.8 


88.5 


102.5 


129.8 


mmtm 


7.472 


7.505 


15.11 


7.038 


13.794 



^<DI*)^?i«<^#ibte, 1 ix g/ml<D=^hn— /l^/^-R-Cte, liil£;?vfc^ofc 
(Ctrl^bT*i-) 0 rtBt»J^^^*fi-5F2^^K©36*tt, VEGF(50ng/m 
DWfc^J&^ofco -(DJjg^fi, F2^^K^VEGFj:?)t)^lV>HEAC^BJ^^^ 

[0220] (3. F2^°^-KO-f^lf hnjfiLWff^tt«m) 

F2^^K^J;5^a^J:^^tfbn^<DjfcWff^M^^p^r^^<J;oT.F 

ff^^©^|B^^^&i^V>, VEGF-A(50ng/ml) „ F2^^K(0. 
1, 1, lOjug/mD^i^^hn— ;^fK(l, 10/z g/ml)£fflV^T, f?ofc 

o 

[0221] F2-<7°^K-eMa^byt^«. m^;tVEGF(50ng/ml)*fcte=3^bi3— /W< 
[0222] [^2] 
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1 l± g/ml 


10 jU g/ml 


VEGF-A 
50ng/ml 


F2 
100ng/ml 


F2 
1 # g/ml 


F2 
10 jU g/ml 


mm 


-12 


-9 


37 


61 


55 


132 




-11 


-3 


40 


53 


50 


116 



mmm 
m 




6 


6 


15 


18 


12 


38 






6 


6 


14 


15 


10 


28 



o 

[0223] (4. F2^^K(D^^lf#jfiLWff^tt^fiim) 

^-i (Matrigel plug assay ;Rikitake, Yh^ Arterioscler Thromb Vase Bio 
l 20, 1006-1012 (2000) ) ^f?ofc 0 i^Mm^WM^fc^bV^f/^iO. 5ml, B 
D Biosciences, Franklin Lakes, NJ) £\ VEGF-A (50ng/ml) N F2^°^K 
(1 ix g/ml) , =3>-hn— /^Wd M g/ml) x *fc^^^pTt*P^V^^||(^^ 
/V)<m^i*i^££t)^ 40U/mKD-^^y^(Aventis Pharma, JllM 

) i:MlB-Uc 0 tfcfc:, ?JH^£, ^-y^^^/W^-r^^|±(Mf|5)d^#fcC57 

BL/6jlitt-^^(D^T^a£Abf' 0 7 HiL ^*£:®g!U ^^dUlKbT, 
^7— /V^-e@^bfc 0 ^lkfe<Dfci6^ iatfSr, £/tCD31 (PECAM-l)^ey^n 
— ^/V^{fc(l:100#fR % BD Pharmigen, San Diego, CA) 4 C C-C\ ^ 
— ^hTMV^^— v-a^U Alexa Flour488^#;£a;#:(l : 1000, Mol 

ecular Probes, Eugene, OR) ^^^^fu^l^^^^— >3^Lfc 0 ^ 

[0224] F2^:/^K^&^hy^7v^tffc^<^-ete, n^hn— /W<:7°^K^a ti^hy 

fCo ^^EI12^-r(100f^) o 
[0225] F2^gbTV ^M^LT, F2&«U£Brm, ff ^ifeW^ £*9^< 11^3 
^LCD31^i#:^fflV^^S^^j;o-Cfiimb/c 0 *£JP:£|E| 13^1" (100 

f§) 0 -hiB-e^iiE^^c^i^tL^^-^^io-c. f2-<7°^k^, \H&mm& 

thfc 0 



WO 2005/090564 



65 



PCT/JP2005/004832 



[0226] (M1MM5 : JaUE^ JfeWff ^tt, &£XfiW}m&&fe&&ft1rz><<7 , ^\nJL- 
37 F2-<zf^t(DOM) 

[0227] [^3] 





F2 
1 OOng/ 
ml 


F2 
1 II g/'ml 


LL37 
1 OOng/ 
ml 


LL37 
1 jug/ml 


*Jn[«] 


1.23 


1.475 


1.279 


1.361 




0.04 


0.07 


0.09 


0.09 



[0228] [^4] 





LL37 
1 U g/ml 


LL37 
10/ig/ml 


F2-1 
1 fl g/ml 


F2-10 
lOjL/g/ml 


7JP) 


70.1 


43 


41.8 


131.4 




7.1 


6.1 


13.6 


6.9 
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LL37 


LL37 


F2-1 


F2-10 




1 jWg/ml 


lOjt/g/ml 


1 U g/m\ 


lO/Zg/ml 




60.9 


28 


38.5 


115.5 


mmwM 


6.9 


6 


12.1 


6 



[0230] £km<DW%\Z.£<>X^ ERK (Extracellular Signal-related Kinase) joXXfift^T^ 
%?ft"i Si/h — — If/ Akt (PI3K/Akt) JgtfeftS, LL-37^«toTffljgtC 
^Pi~6^i:^^-efe5 o - tb^*fLT, F2^:^ra % ERK^tt^^fLTt>, PI 

[0231] [^6] 





FGF-2 


TGF-b 


IGF-1 


eNOS 


CTGF 


24 hrs 


5.7 


2.6 


46.2 


0.1 


0.2 


48 hrs 


6.0 


13.6 


97.9 


6.1 


1.1 


72 hrs 


9.4 


1.6 


243.8 


0.7 


0.5 




) 



[0232] -^<D-3rC\ F2^^Ktt, $|ii»»*t?gH^- (FGF-2) , Y^ly^—^y^f 

mum* (tgf- # > , rt&anj®— a*f b^v^*— -t? (eNos) , ^^s^ms® 

iMH^(CTGF)<Dl>-ftUz:o^-Ob, ^©mRNAV^t^#U^ofc 0 F2 
-<^K^ioTf|^$tt/cIGF-l^?a(O^P^, 1^1?l)5 0 fci?&£>, IGF-1 

5BH^i:LTf^ffl-rSd^-efcS„ IGF-1 tt, {SSSiift^ttHT- a . *3j;tf 

^©Tl<Z)x7x^-t^VEGF^fiJfL, -ttblCioT, ikW%x$i&®MirZ> 
„ £*b£>©*k£H\ F2^iGF-l^j;§jfiLl : fr^^^"e#6r^^*t- 0 

[0233] £*_L<Djjk£i3\ F2-<^K<Z)^m^#^ctt^fc^r^^i-^(D-efe§ 0 ^(DftJsb 
, F2^°^K«, Ea^^^^JfiLWff^m^i-aS-gO-efe^^o F2^<^K©— 2fe 
WsfeSS^irb'rri : 1) IGF-1 ^LfcVEGF^JacDT^^W^^l/— S/ 3 >- ; ijS.fcTX 

^Sr^C#5, ZtlKXoX^ &tbiZLlk<Wm*k&ffl&~rZ>o SbfcU IGF-1 
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[0234] mmm ■. mm^f-mx^v-^c^—^thzm^^, m^^*^-y% 

SD9^h(400-500g; /VXU/^— 1±) l^L^^t^/Mf^— /V-^MJ^ 

ik(0.1ml/100mg) ^JJffigft^LT^U #ffi.bT g lbTO^J;W!&3:ffllift 
1"5o 9yM^ifflMj»ffi£rJ6U HVJ^^n— (20/zl)^30G<D&|J£f 

[0235] GWftfcll : HVJ^^^-^^-^^^hSIbMrt^l0JIScDF2^^K(D 
HVJ^-<ti— 7°^^— (^*— ffi(DF2^^KISm^<^^— fltfi: 10 g/ml) £ 

, ^yvmnmn&mmmMmitfW) i«u f2^^k<d0^*^elisa&-c 

PJ^-TSo *7c, >ffii:L-C. F2^:/^K^fl^^-^;£&v^^P-:/^^ 

o 

[0236] mmm2 ■. \H^mmcommicMir^F2^y°^m^^— com^) 

K(D#^T(1, 10&m00ng/ml)Xte##l£T^iiU Mm<Dit«(%) £ 
«i-3o ^H^^»b^F2^^K^J:^rt^»(Ditm«^B$ti^^^^ 
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[0237] mmm ■. Hvj-v^y—^-DNA^mm^Avrc9iyh^m^n^m^.skwm^ 
) 

1$. ^:^K^:^^K3r£*&V ^HVJ^^ti-^^-^^aAUc^ 
>M^t>^«<D^h>M^i:b^bT, ^Ic«/hifcWi^i#;!jqi-3-££#fg 

[0238] mmM4 : HVJ^^u— ^^J^— ft IC W&W Air%- £ £5 Mfifi*)t# 

^-(lOO/zl/^^li^^SlfiPrt^Ai-So =^bn— /I'fcL.T, mm^^K 
S^cvwjx^ti- :A<W— SrlSIS8l«irtJj:S#*t-5o -*i£>gq»^# 

[0239] (^Jfe^!j7 : F2^^KH^t5*t|SSH4©flW) 

[0240] mm^mmm) 

^fl^'Hi^ 3^HNational Committee for Clinical Laboratory Standar 
d(NCCL Documents M7-A3) i^f oT|?|it5o t*^^, v^n^^- 
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forming unit(CFU) fc©*Ig8fl>£>, f&fe<DCF\J\ZftZ>£o\Z.jgmv%t$l1rZ> 0 & 
MTK^m, fcj;m«fflv*i. 6mM^lrllL, z.z.frtb8tmmi&ft5o M 
^^K<D**iaiS«:3. 1 ix M-800^ M) Q ^^fKiM^©^^^3 
«lS(flr/MSWl5B_ih«S:MIC)Sr^:Je)So ^irbTlE^^^S^MICC^ M) 
[0241] £*_L<DJ;5^ ^KO0*LV^||»^fflV^T^K^J^bT#^^ 

[0242] ifiLflP*f^fiH4Sr^rr5*f^©^^K, jsiWO^^KSra— K^-aate^Sr 
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m^mm 

[1] £IT: 

(d) (a) - (c) (DV^^^lO^y^lx^K^hy^^^h^frT-CvN 

(e) (a) - (c) <DX ^tb*^lo07Ky^^^K*^}*^<D^ME^J^^H-5lnJ 

— tt^/^^<^7o%-efe^^Ba^j^^^#y^w^H\ 
^^*5i¥^^ji^$^* 0 y^^v^K-e*>o-c. tffta^y^^^-m, 

[2] E^l##l ls:|B*©4£SE^ISr^rt-S, if slfcEl ^ffifccD^y^w^Ko 

[3] E^J##2fciBf^T^l&E#l«r=*— Ki~5, It^Jfilt-fEttcD^y^^w^Ko 

[4] jfiLlf*f^SH4Sr^rr5^^KS^— K*T5, ffjfc^lfclESc^yxn'tf^Ko 

[6] f»^3®l^|B«©2Ky^v^K«r^^«, jfiLW*f^^fc«)<D^6«jm^^o 
[7] tt#«ltefB«©#y**W^K^^5, ifcWft&«if Mofc^m'W 

-s^r— *pf, afresh ^ffii^i, nffioi. dijfiL^c^s, fc^iiffl^ 



WO 2005/090564 71 PCT/JP2005/004832 
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[18] ff^iIl^fB«^y^i/^K^J:oT3-K$^, ^y^yWo 
[19] J^T: 
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(d) ( a )—(c)(D\,^nfri^(Dv$v^^<DT^;mmm^ftir%m^ 
^y^fKtfeot, rr-c\ iuiE^y^^m, skw^&m^mm^, c-f OS 

[20] mm&mKmm<Di&mmmK£^x=i-}?£ft^ tmmm^mm^v^^ 

K 0 

[21] E^J#-^2l2i|B*©T^BfeE?(ISr^rr5, ft *«19^fB4!c(Z>*°y^:/^Ko 
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[27] jM(DjfiLWff^^C^fe-efeo-C, 
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[34] ff *ijCl 8*fcf* 1 9 ^IB^O^y ^TW^tf *n^J 0 
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